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THE MECHANISM OF THE INHIBITION OF HEMOLYSIS 
IV. The Types of Reachon Involved 
By eric ponder 

, {From The Nassau Eospital, Mineola, Long Island) 

(Received for publication, July 5, 1945) 

This paper is concerned particularly with the problem of whether the inhibi- 
tory effects of plasma components are due to reactions between the inhibitors 
and the lysins in the bulk phase of the system, or to reactions which involve, 
and take place at, the red cell surfaces, or to both. The earlier quantitative 
descriptions of inhibitory phenomena were developed exclusively from the 
first of these two points of view (Ponder, 1924, 1925, Ponder and Gordon, 
1934), but I recently observed that the inhibition produced by plasma depends 
on the type of cell used in the hemolytic sj^tem (Ponder, 1943), and suggested 
that the inhibition is the result, in part at least, of reactions which involve 
the cell surfaces. Other investigations (Lee and Tsai, 1942 a, b), however, 
point to the effect of cholesterol, one of the inhibitory components of plasm^., 
as being the result of a reaction between it and the lysin in the bulk phase of 
the system. The situation is therefore much more complex than has been 
supposed, and what it true for one inhibitory component is probably not true 
for another. 

From an experimental standpoint, three types of reaction are distinguishable 
m ^ siystem tcm.tmmng red ceVis, one \ysiin, nnd one (or, Vn 

cases, one accelerator), (1) The inhibitor may react irreversibly with the 
components of the red cell surface, and reactions of this kind can be distin- 
guished by the inhibitory effects persisting after the inhibitor has been allowed 
to remain in contact with the cells for some time, at the end of which it is 
washed off (Ponder, 1926). (2) The presence of the inhibitor may determine 
that the lysin is less concentrated at the red cell surfaces than it would be in 
the absence of the inhibitor. In this case the inhibitory effect does not persist 
after the inhibitor is washed away, although the involvement of the red cell 
surfaces can be established independently. (3) The inhibitor may react 
with the lysin in the bulk phase of the system to render the latter inert. In 
this case, red cells added to the lysin-inhibitor mixture merely act as an indicator 
of the amount of free lysin present, the quantity of which can be shown to 
vary, in some cases, with the temperature at which lysin and inhibitor ar^ 
mixed (Lee and Tsai, 1942a), 

Other possibilities exist, c.g. the reaction between inhibitor and the com- 
ponents of the cell surface might be completely reversible by the process of 

1 
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washing, or the inhibitor might react with the lysin in the bulk phase to form 
a new substance of smaller hemolytic activity than that of the lysin itself. 
In the meantime, there are no experimental means for recognizing such reac- 
tions, although they are possible. 

In this paper I shall combine a description of some of the inhibitory, and 
occasionally acceleratory, effects produced by preparations of (A) lecithins, 
(B) cholesterol, and (C) proteins, with investigations on the nature of the 
reactions by means of which the effects are brought about. The descriptions 
of the phenomena themselves are probably quite incomplete, partly because 
our knowledge of the fractionation of the plasma components is still in a state 
of development; even now they could be extended by using a larger number 
of known fractions than I have used. The main purpose of the paper, however, 
is to direct attention to the various mechanisms underlying the inhibitory 
phenomena. 

A. LECITHINS 

Because of the prevailing opinion that most preparations of phospholipids 
are mixtures of none too well defined composition, I have used three sub- 
stances as representative of the lecithins, recognizing, at the same time, that 
the lecithins as they occur in plasma may have properties different from the 
properties of any of these. 

(1) Distearjd lecithin, kindly g^ven to me by Dr. Harry Sobotka, is a syn- 
thetic preparation made by Dr. Adolph Griin from choline phosphoric acid 
and distearine. The fatty acid chains are fully saturated, and the substance 
is very stable. (2) “Lecithin ab ova” is a Merck preparation of egg lecithin, 
and I have included it because it has been used in the past in so many investiga- 
tions in which the properties of “lecithin” were being studied. It is certainly 
a mixture of lecithins with both saturated and unsaturated fatty acid chains, 
some of which are oxidized. (3) Soybean lecithin, prepared in the laboratory 
from material kindly sent me by the American Lecithin Co., probably closely 
resembles egg lecithin in its general properties, but, being freshly prepared, is 
relatively free from oxidation products. 

These three substances were introduced into hemolytic systems in the form 
of sols. As in the case of cholesterol sols, a question must arise as to the extent 
to which phj'sical properties, such as dispersion, influence the inhibitory and 
accelerator}' properties obscrx'ed. It is almost certain that the phospholipids 
in these sols in saline are not identical with the phospholipids in plasma, 
either as regards their physical condition or their chemical combination (see 
Bloor, 1913). The most that their behavior in hemolytic systems can be 
expected to proridc, accordingly, is an indication of the way in which the 
plasma lecithins may enter into reactions with lysins and with the cell com- 
ponents. 
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7. Sols of Dtslearyl Lecithin 

1. Preparation of Sols — 5 mg. of disteaiyl ledtHn is dissolved in 2 ml. of absolute 
methyl alcohol wth the aid of heat. The entire quantity is then added to 10 ml. 
of isotonic phosphate^buffer^ at pH 6.4, just brought to the boil. After boiling for 
about 15 seconds, the sol is allowed to cool slowly. It is translucent at first, but it 
becomes opaque as it stands, and it ought to be freshly prepared before each experi- 
ment. Each milliliter of the sol contains 500 y of distearyl ledthin. The sol does 
not produce lysis by itself, even after several hours, and in this respect differs markedly 
from the sols made from the commerdal “ledthin ah oro” or from soybean ledthin, 
to be discussed below. 

2. The Inhibitory Effect of Distearyl Lecithin in Lysin-Inhibitor-Cell 
Systems. — Table I gives the data for typical time-dilution curves at 37®C. 
for (fl) a standard system containing various amounts of digitonin, saline 
sufifident to make the volume up to 1.6 ml., and 0.4 ml. of red cell suspension 
added subsequently, and (6) varying quantities of digitonin, 0.8 ml. of the 
lecithin sol (4OO7), and 0.4 ml. of suspension added subsequently. Times for 
complete hemolysis are in seconds. 

In this case the K-value for the inhibition is about 1.6,* but the value obtained 
varies considerably with different sols, and is sometimes as low as 1.15. 

Table 11 shows the results obtained in similar systems containing saponin 
and distearyl lecithin sol (400y) at 37®C. Times for complete hemolysis 
are in minutes. The average E-value is about 1.45. 

3. The Order of Mixing the Components. — Tables I and II refer to systems 
in which 0.8 ml. of the lysin in various dilutions is allowed to stand together 
with the inhibitor for a known time (usually about 15 minutes), and the cells 
added subsequently. Alternatively, the lecithin sol and the cells can be allowed 
to stand together at 37®C. for varying lengths of time, and the lysin added to 
complete the system: this is a ccU-inhibitor-lysin system, in contrast to the 
type of system to which Tables I and II refer; t.c., lysin-inhibitor-cell systems. 

* Isotonic NaCl-phosphate buffer at pH 7.0 is made by adding 25 ml. of a mixed 
phosphate buffer (72 ml. ii/lS NaiHP 04 and 28 ml. 21 /lS KH 1 PO 4 ) to 75 ml. of 1.2 
per cent NaCI. Isotonic buffers at other pH's are made by varying the volumes of 
the two phosphates in the mixed buffer. 

*This is an average value, for R is really a function of Ci (Ponder, 1943), and the 
values of R and even more obviously those of A depend on the initial concentration 
of lysin in the system. Sometimes R is constant over a considerable range, in which 
case Cl is linear with Ct and A is a constant fraction of Cj, More frequently R becomes 
smaller as a decreases, but in some cases R may increase as the asymptotic \'alues 
are approached (see Table XII and footnote 20). All kinds of E-Ci relations seem 
to be possible as the investigations are extended to a greater variety of systems. 
Note: In Ponder, 1943, page 6, line 3, and p. 8, lines 5, 11, and 14, c* and ci should 
be read instead of R and ci. 
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Disteani lecithin is far more inhibitor}’- in cell-inhibitor-lysin systems than 
it is in lysin-inhibitor-cell systems; ix., systems containing digitonin, saponin, 


TABLE I 


- 

j Slock digitonin, mb* 


0.S 

0.4 

1 0.3 

0.16 

0.12 

0.10 

Standard system 

4 

5 

1 7.0 

11 

19 

SO 

System containing 400y lecithin 

5 

6 

8.5 

40 

>300 

— 


* In making up systems containing saponin, I prepare a series of dilutions of the lysin 
(2.5 in 10,000, 2.5, in 20,000, etc.) in 100 ml. bottles, and add 0.8 ml. of these various dilutions 
to the tubes in which the hemolytic systems are contained. In systems of volume 2 ml. 
they become dilutions of 1 in 10,000, 1 in 20,000, etc. In working with digitonin, on the 
other hand, 1 use only two solutions, a “stock” containing 100 mg. of digitonin per liter 
(dissolved with the aid of heat), and a stock diluted 1 in 5. Various quantities of these, c.g. 
0.8 ml., 0.7 ml., etc., are added to the tubes containing the hemolytic systems; saline is then 
added to bring the volume up to 0.8 ml., and the rest of the hemolj'tic system is completed, 
to a total volume of 2 ml., in the usual way. The reason for this digerence in technique lies 
in the tendency of digitonin to be concentrated on glass surfaces, and irregular results are 
obtained if one attempts to prepare a series of dilutions beforehand and to pipette them 
individually into the tubes containing the hemolytic systems. It is even important to 
maintain about the same levc in the vessel containing the stock solution to be pipetted, so 
that exposure to the glass surface is approjdmately constant. 

TABLE n 



Saponin* ci in 7 


200 

133 

100 

80 

67 

50 

Standard system 

0.3 

0.7 

1.5 


7.0 

30 

Si-stcm containing 400y lecithin 

0.7 

1 

2.2 

6.0 

m 

i 




T.ABLE m 

1 Stock digitonin, ml.’ 


1 

0.5 

0.4 

0.3 

0.16 

0,12 

o.to 

Standard system .... ... 

4 

5 

7.5 

11 

19 

20 

System containing SCh ledthint 

5 

6.2 

8.3 

37 

300 

i 


’ Ory o: dicitonin X 10”-. 

i Ti.T.f c! con’met between cells and inhibitor, 15 minutes at 37°C. 


or ir.urorho’.atc r.s lysins and disleaiyl lecithin as the inhibitor are catastoichic, 
the inhibitor.- cfTtci depending on the order in which the components arc 
l-rcught together (see Ponder. 1934). Table III gives values which are 
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strictly comparable with those of Table I, with the difference that in the case 
of Table III the systems are of the cell-inhlbitor-lysin type and the concen- 
tration of inhibitor one-ffth that in the lysin-cell-inhibitor systems of Table I. 
The inhibitory effect of the distearyl lecithin is thus increased fivefold by its 
remaining in contact with the cells for 15 minutes at 37®C. 

The same result can be obtained in another way, which can be illustrated by 
an experiment involving hemolytic systems containing saponin. Three tubes 
are prepared, the first containing 0.8 ml. of 1 in 15,000 saponin plus 0.8 ml. of 
phosphate buffer at pH 6.8, the second containing 0.8 ml. of 1 in 15,000 saponin 
plus 0.8 ml. of lecithin sol in the phosphate buffer, and the third containing 0.8 
ml. of lecithin sol in phosphate buffer plus 0.4 ml. of red cell suspension. The 
three tubes are allowed to stand in the water bath at 37®C. for a known length 
of time, say 15 minutes (the “time of contact” between cells and inhibitor). At 
the end of this time 0.4 ml. of cell suspension is added to the first and second 
tubes, and 0.8 ml. of 1 in 15,000 saponin (at 37®C.) to the third tube. This 
completes the three hemolytic systems, and the time for complete hemolysis is 
measured for each. In a typical experiment they were found to be 

Lysin + saline *1- cells 16 seconds. 

Lysin -h inhibitor 4* cells 35 seconds. 

Cells + inhibitor + lysin 7 minutes. 

More inhibition is therefore produced by adding the cells to the inhibitor and 
allowing them to stand together for 15 minutes than is produced when the 
cells are added to the lysin-inhibitor mixture; t.c., the system is catastoichic. 
To determine how much inhibition is produced by allowng the cells and the 
inhibitor to stand together, we plot a standard time-dilution curve for the 
lysin, and by referring to it find that 35 seconds is the time required for com- 
plete lysis by a 1 in 21,000 saponin, whereas 7 minutes is the time required 
for lysis by 1 in 30,000 saponin. Now e.xpressing the results as J?-values, we 
have — 1.4 for the lysin-inhibitor-cell system, and R = 2.0 for the cell- 
inhibitor-lysin system; i.c., allowing the cells and inhibitor to stand together 
for 15 minutes at 37‘’C, increases the inhibitory effect (2.0 — 1.0)/(1.4 — 1.0) 
times, or 2.5 times, in this experiment. 

Similar experiments carried out with sodium taurocholate in phosphate 
buffer as the lysin, and distearyl lecithin in the same buffer as the inhibitor, 
show that the inhibitory effect is increased to about the same extent (2 to 5 
times) by allowing the cells and the inhibitor to stand together for 15 minutes 
at 37®C. These effects point to the distearyl lecithin having a direct effect 
on the components of the surface of the cells.® 

•There are at least three possibilities which account for the inhibition in cell- 
inhibitor-lysin systems being greater than that in lysin-inhibitor-ccU systems. (1) 
Any direct reaction between the inhibitor and the cell surface components is favored 
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4. Effects oj Dislcaryl Lecithin at Red Cell Surfaces . — ^Direct evidence of an 
effect of distearyl lecithm on the red cell surfaces is provided by two t 3 ?pes of 
observation. 

(a) To 5 ml. of red cell suspension is added 5 ml. of a distearyl lecithin sol in 
phosphate buffer (system B), and to the same amount of suspension in another 
tube is added 5 ml. of the buffer alone (system A). The two mixtures are al- 
lowed to stand for IS to 30 minutes at 37°C.; they are then centrifuged, the 
supernatant fluids removed, and 5 ml. of buffer added to each to make two 
suspensions B and A. Using digitonin or saponin as lysins, time-dilution curves 
are plotted for both suspensions at 37°C., and the inhibition produced in system 
B is expressed as an jR-value by referring to the standard time-dilution curve for 
suspension A. A series of six experiments of this type gave J2-values varying 
from 1.45 to 1.15, with an average of 1.32. This is less than the inhibition in 
lysin-inliibitor systems (section 2, above), and considerably less than that in 
cell-inhibitor-lysin systems (section 3, above), but is nevertheless sufficiently 
great to show that distearyl lecithin produces some of its inhibitory effects at 
the cell surfaces themselves. 

(b) The clearest evidence of a reaction between distearyl lecithin and the 
components of the red cell lies in the disk-sphere transformation which takes 
place when the sol is added to a suspension of washed red cells. If 1 ml. of a 
sol containing 4 OO 7 of distearyl lecithin per ml. is added to 1 ml. of a standard 
suspension of washed human red cells, the disks become crenated spheres 
within 5 minutes, and perfect spheres within 10 minutes, at 20°C. The 
transformation is effected with about the same rapidity by a sol of “lecithin 
ab oro” containing only 5 O 7 of lecithin, and the difference in activity between 


in the cell-inhibitor system, both because the concentration of inhibitor is greater 
and because there is more time for the reaction to take place. Evidence of such a 
direct action is provided in section 4, above. (2)A concentration of the inhibitor 
at the cell surfaces would provide a region of increased concentration, and this would 
be a region in which proportionately more lysin might be rendered inert than in the 
bulk of a homogeneous mixture, since R, or A, is a function of the concentration of 
inhibitor reacting with the lysin. (3)Thc presence of the inhibitor in the system, 
whether concentrated at the cell surfaces or not, could so modify the conditions at 
the cell-fluid interface as to reduce the tendency of the subsequently added lysin to 
be concentrated there. Except for the experiments described in section 4, above, 
there is no way in the meantime of determining the extent to which these diflerent 
processes influence the overall effect. It may be remarked that in the case of possibil- 
ity (1) the “time of contact” between cells and inhibitor would be expected to be 
quite important in determining the inhibitorj* effect, whereas the conditions for 
possibilities (2) and (3) would probably be established rapidly. It is found experi- 
mentally that the inhibition does not usually varj' greatly with the time of contact, 
pro\-idcd that the latter is longer than half a minute or so. 
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the two kinds of lecithin may be related to the fact that sols of “lecithin db ovo" 
are hemolytic, whereas sols of distearyl lecithin are not.^ 

5. Temperature Ejects. — ^In the case of mixtures of cholesterol sols and 
lysins, the inhibitory effect, measured at 37°C., is increased by allowing the 
inhibitor and the lysin to react together at temperatures from 50® to 70®C. 
(Lee and Tsai, 1942 a). A temperature effect can also be demonstrated in the 
case of mixtures of distearyl lecithin sols and saponin or digitonin, but it is 
in the opposite direction. Using 0.16 ml. of stock digitonin as the lysin and 

0.8 ml. of a distearyl lecithin sol as the inhibitor, J2-values of 1.70, 1.60, 1.51, 
1.38, and 1.29 were obtained when the lysin and the inhibitor were allowed 
to react together for 3 minutes at 37°, 50°, 60®, 70°, and 80°C, respectively, 
the inhibitory effects being measured immediately thereafter at 37°C. K the 
values are plotted, R will be found to be virtually linear with temperature, 
and the observations provide evidence of a reaction behveen the lysin and the 
inhibitor in the bulk phase of the system (a A-reaction).® 

WTien the distearyl lecithin is heated to 80°C. and then allowed to cool, a 
sharp increase in its opacity takes place between 70° and 60°C. The optical 
density values at 4200 A. are: 80°C., 0.80, 70°C., 0.85, 65°C., 1,20, 63'C., 
1.50, OO’C., 1.65, 50’C., 1.75, and 37'’C., 1.95. These density changes pre- 
sumably conespond to changes in micellar dispersion, and it is curious that 
what probably corresponds to an increase in dispersion (at the higher tempera- 
tures) should correspond to a decrease in inhibitory power. The situation is 
apparently quite unlike that described for cholesterol sols. 

II, Sols of '^Lecithin ah Ora” 

1. Preparation of Sols — 1 gm. of “lecithin ab ovo" (Merck) is dissolved in 100 ml. 
of ethyl alcohol. To 100 ml. of almost boiling isotonic phosphate buffer at pH 6.9, 

1 ml. of the alcoholic solution is added dropwise, and the sol is brought to the boil 
for about half a minute. It is then allowed to cool, and is remarkably stable if kept 
in the refrigerator at 4°C. Each milliliter contains 100 y of “lecithin.” The sol has 
hemolytic properties, 0.8 ml. producing just perceptible lysis of 0.4 ml. of a standard 
suspension of human red cells in 3 minutes at 37°C. 

2. TheEfect of^^Lecithin^'inLysin-*LccithirC'‘C€ll Syslcnis. — ^The differences 
between the effects of lecithin ab oio and those of distearyl lecithin seem to 
be due to the fact that the former substance has lytic properties, and that it 
probably consists of a mixture of substances which are inhibitory (like distearyl 
lecithin) and substances which are lytic (like ly'solecithin). 

* The statement that distearyl lecdthin does not produce shape transformations 
(Ponder, 1942, footnote) was made before it was kno^vn that stable sols of the sub- 
stance could be made. 

•Lee and Tsai (1942 o) did not observe this temperature effect with the lecithin 
which they used (their Table III and inclusion 3). 
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In systems containing saponin, the effect of the “lecithin” is that of accelera- 
tion between pH 5.0 and 7.0. Table IV, which resembles Tables I, II, and 
III in its arrangement, shows the values of t in minutes obtained at pH 6.8 
and at 37°C. 

Since lecithin ab oto is itself hemolytic, the result in Table IV almost certainly 
represents a case of one lysin enhancing the action of another. There is 
little doubt but that the accelerating effect is the result of a reaction between 
the “lecithin” and some of the components of the red cell surface; this reaction, 
or others allied to it, produces a disk-sphere transformation of the cells, and 
the shape change itself is eventually followed by hemolysis (Ponder, 1935, 


TABLE rV 



1 Saponin, ci in y 

200 

1 >00 

EO 

I 

j ^9 

40 

Standard system 

System containing 8 O 7 "lecithin”* 

0.25 

0.11 

1.4 

0.55 

4.5 

0.8 

17 

2.0 

1 4.5 

8.0 


* The consecutive jR-values are 0.71, 0.66, 0.71, 0.63, and 0.55. The lytic action of the 
"lecithin” itself would tend to lower the i?-values for the longer times. 


TABLE V 


Stock digitonin, ml.' 



0.4 

0.2 

0.16 

0.14 

0.12 

0.10 

Standard system 

6 

11 

; 1 

17 

25 

35 

60 

System containing SO 7 “lecithin” 

4 

10 

25 

120 

— 

I 


• Ory of digitonin X 10^. 


1942). The surface components, already weakened by the action of the 
lecithin, arc all the more readily broken dov.m by the second lysin, saponin. 

In systems containing digitonin, the “lecithin” acts as an accelerator or as 
an inhibitor, the effect depending on the concentration of the digitonin present 
in the svstem. Table shows the results obtained in digitonin-“lecithin”-cell 
systems at 37°C.; this table may be compared with Tables I, III, and IV. The 
times arc in seconds. 

In the systems containing the higher concentrations of lysin (0.4 and 0.2 mi, 
of stock dicitonin), the addition of the “lecithin” results in an acceleration, 
whereas in systems containing smaller quantities of lysin there is an unmis- 
takable inhibition. This t%-pc of result is obtained from pH 5.0 to 7.0. The 
time-dilution curves for the standard system and for the system containing 
the “lecithin” accordingly cross one another (Fig. 1), which is a situation hither- 
to met with only in cases in which effects at the red cell surfaces are involved 
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(Gordon, 1933). In this case it is likely that the “lecithin” contains two 
components, a lytic one and an inhibitory one, and that the effect of the former, 
at least, is exercised directly upon the components of the surface. Since the 
time-dilution cur\'es cross one another, we can suppose that the acceleration 
and the inhibition are equal at the point of crossing; when the system contains 



t; 


Fig. 1 . Ordinate, cj plotted on a dilution scale; abscissa, time in seconds. Curve 
a, standard system; curve 6, system containing 80 y lecithin ab ovo. The inset 
shows the i?-values of two hypothetical components of the lecithin, one acccleratory 
and one inhibitory, which would give two time-dilution curves similar to tliosc of 
the figure. Ordinate, C\\ abscissa, R. 

higher concentrations of digitonin, the acceleration exceeds the inhibition, 
and when the system contains less digitonin, the reverse is the case. The 
curve-tracing, inset in Fig. 1, shows one familiar tjqje of dependence of R on 
lysin concentration which would result in the situation found in experiment. 

3. The EJfcct of *'L€cithut" in CeU-Inhibitor-Lysin Systems . — In the case of 
systems containing digitonin in the concentrations for which lecithin ab ofo 
sols act as inhibitors, the inhibition is considerably greater in cell-inhibitor- 
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lysin sj'stems than it is in lysin-inhibitor-cell systems; i.e., the systems are 
catastoichic. The results are in general similar to those obtained with diste- 
ar)d lecithin as the inhibitor (Table III, compared with Table I), but are 
more difficult to obtain and to account for because the lecithin ab ovo exerts 
hemolytic effects of its own, as well as inhibiting the action of digitonin. The 
complicated state of affairs is illustrated by an experiment (Table VI) in which 
1 in 15,000 saponin was used as the lysin, 0.8 ml. of the “lecithin” sol ( 8 O 7 
of “lecithin”) being allowed to remain in contact with the cells (0.4 ml. of a 
standard suspension at pH 7.0) for varying lengths of time before the addition 
of the lysin. The time for complete hemolysis, t, is measured from the moment 
of the addition of the lysin. 


TABLE VI 


Time of contact at 37”C. 

1 

min. 

min. 

0.25 

1.9 

0.50 

1.1 

0.75 

o.so 

1.0 

0.65 

2.0 

0.40 

3.0 

0.33 


I for 1 in 15,000 saponin = 0,5. t for lysin-inhibitor-cell system = 1.2. 


When the time of contact is short (less than about 0.45 minutes) the inhibition 
is greater in the cell-inhibitor-lysin system than it is in the lysin-inhibitor- 
cell system, but as the time of contact becomes longer the inhibitory effect 
diminishes. The simplest e.xplanation is that the inhibition is offset by the 
effect of the hemolytic component of lecithin ab ovo; about 10 per cent hemoly- 
sis, indeed, occurs in the cell-“lecithin” system when the time of contact is 
as long as 3 minutes. 

III. Sols of Soybean Lecithin 

1. Preparation of Sols — Soybean lecithin is prepared from a mixture of soybean 
lecithin, cephalin, and lipositol by dissolving the mixture in petrol ether (20 gm. to 
200 ml.) and repredpitating the cephah’n and h’posito! with 4 volumes of absolute 
alcohol.' After filtration, an additional precipitation with acetone removes fats. 


‘ If sols are prepared from the material present in the alcohol-ether mixture (soybean 
ledthin with some cephalin and lipositol in addition), the freshly prepared sols exhibit 
a very curious behavior. If the sol is allowed to cool slowly, it is inhibitory for both 
saponin and digitonin hemolysis. If it is cooled rapidly under the tap, it is much 
more opaque than the slowly cooled sol, and, while even more inhibitory for saponin 
hemolysis, is an accelerator of digitonin hemolysis. On standing at 4°C. overnight 
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and the flocculated lecithin, thrown down by centrifuging, is dissolved in a small 
amount of warm ethyl alcohol. Any traces of cephalin and lipositol which remain 
predpitate out, leaving the soybean lecithin in alcoholic solution. The quantity 
contained per milliliter is found gravimetrically. Sols are made by adding 2 ml. of 
the final solution of the ledthin in alcohol to such a quantity of boiling phosphate 
buffer at pH 6.8 as will provide a concentration of about 500 y per ml. The sols are 
faintly opalescent, and are quite hemolytic, 0.8 ml. produdng complete lysis of 0.4 
ml. of a standard human red cell suspension in 40 minutes at 37®C. The course of 
the hemolytic process is an unusual one, lysis -being very slow to start, but, once 
started, proceeding rapidly; the result is a positively skew hemolysis curve such as 
is seen in the case of lysis by the bile salts in certain concentrations.’ Sols should 
be used within a few hours of their preparation, as soybean ledthin is unstable in 
purified form. 


TABLE VII 


Time of contact at 37'C. 

f 

min. 

mtn. 

0.25 

1.9 

0.50 

1.7 

1.0 

1.5 

2.0 

1.2 

3.0 

1.0 


< fori in 20,000 saponin *»» 0.7. < for lysin-mhibitor-cell system — I.9-2.I. 


2. Inhibitory Ejects of Soybean Lecithin . — Soybean lecithin is inhibitory 
for saponin and for digitonin hemolysis in lysin-lecithin>celi systems, 40{}y 
giving an li-value of about 1.7 witli the former and one of about 1.6 with the 
latter. In this respect it resembles distearyl lecithin rather than the more 
hemolytic lecithin ab ovo. 

In cell-lecithin-lysin systems containing saponin, the inhibition depends, 
as in the case of cell-inhibitor-lysin systems containing lecithin ah ovo, on the 
length of time during which the cells and the lecithin remain in contact. If 
the time of contact is very short (10 seconds or so), the inhibition tends to be 
the same as that produced in the comparable lysin-inhibitor-cell system; I have 
never observed it to be greater. As the time of contact is increased, the 
inhibition produced becomes less and less. This is shown in Table VII, 

it loses its opadty and becomes indistinguishable from a slowly cooled sol. The 
traces of petrol ether and alcohol remaining in the sols seem to have nothing to do 
with this peculiar behavior, which illustrates some of the difficulties attendant on 
investigations with this kind of material. 

’ Hemolysis takes so long to begin, and proceeds so quickly once it has started, 
as to suggest that the soybean lecithin itself is non-lytic, and that it is transformed 
into a lytic lysolecithin while in contact with the cells. 
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which refers to an experiment in which 1 in 20,000 saponin was' used as the 
lysin, 0.8 ml. of a soybean lecithin sol containing 2 OO 7 of lecithin being allowed 
to remain in contact with tlie cells (0.4 ml. of a standard human red cell suspen- 
sion) for varying lengtlis of time before the addition of the lysin. The time 
for complete hemotysis, i, is measured from the moment of addition of the 
l3^in. 

This table may be compared with Table \T. Again the simplest e.xplanation 
for the result is that the inhibition is offset by the effect of a hemolytic com- 
ponent of the soybean lecithin. 

Like lecithin ah ovo and distearyl lecithin, soybean lecithin converts washed 
red cells from disks to spheres without change in volume. Its activity in 
bringing about tliis shape transformation is approxmiately the same as that 
of lecithin ah ovo, a sol containing lOOv/ml. turning the red cells of an equal 
volume of a standard human cell suspension into spheres in about a minute. 
The shape change is followed, much more slowly, by hemolysis. It is worth 
remarking that neither soybean lecithin nor distearjd lecithin contains cephalin, 
but that both bring about the disk-sphere transformation. 

These observations on the lecithins may be summarized by saying that 
(1) distear 3 d lecithin is an inhibitor of saponin and digitonin hemolysis, part 
of the effect being the result of a reaction with the components of the cell 
surface and part being the result of a reaction with the lysin in the bulk phase 
of the system, (2) that lecithin ab ovo is an accelerator of saponin hemolysis 
and either an accelerator or an inhibitor of digitonin hemolysis, (3) that soj^bean 
lecithin is an inhibitor of both saponin and digitonin hemolysis in lysin- 
inhibitor-ceU systems, but (4) that both soybean lecithin and lecithin ab ovo 
contain a hemolytic (or acceleratory) component. 

B. CHOLESTEROL 

Lee and Tsai (1942 a) have shown that if either saponin or digitonin is 
mixed with cholesterol sols at various temperatures for various times, the 
mixture being finally cooled to 20°C. and red cells added, the inhibiting effect 
of the cholesterol depends on the temperature of mixing and the time during 
which the inhibitor and the lysin have remained in contact. This obseixation, 
which can be confirmed in its more general aspects,® constitutes very strong 

® Lee and Tsai did not obsena that the Ij’-tic activity of saponin is reduced by heat- 
ing to 60-S0°C. In the case of a 1 in 15,000 saponin (133v/2ml.), the lytic activity 
is reduced to about 85 per cent of the original \alue bj' heating to 75°C. for 30 minutes, 
and heating to 75°C. for 48 hours reduces the acti\-ity to about 45 per cent of the 
initial value. This effect of temperature on the actiwty of the lysin is far too great 
to be ignored in the analysis of the inhibitor}' effect of cholesterol sols. In a system 
containing 133 y of saponin at pH 6.5, for e.xample, 4 r of cholesterol inactivates 45 y 
of lysin after 24 hours at 75°C. and 17 t of Ij’sin after 24 hours at 20°C.; if the effect 
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evidence for a reaction between lysm and inhibitor m the bulk phase of the 
s>stem, but the quantity of lysm apparently rendered inert depends also on 
the type of red cell used (Ponder, 1943), and this shows that a simple irrevers- 
ible combination of lysm and inhibitor in the bulk phase does not constitute 
the entire explanation Experiments similar to those of section A, 4(fl) 
(above) do not provide any evidence of an irreversible reaction between choles- 
terol sols and the components of the red cell surface, yet a change in the nature 
of the cell is able to bring about a change in the extent of the inhibition observed 
under conditions which are otherwise constant This is shown by the following 
type of experiment 

Vanous amounts of a cholesterol sol diluted 1 in 10 (Lee and Tsai’s method of 
preparation) are allowed to react with 0 8 ml of lysm at 37®C for 24 hours, the volume 


of temperature on the lysm is not taken into account, however, the quantity inactiva- 
ted at 75®C appears to be 75 y instead of 45 y Although it is clear that much 
greater inactivation occurs at higher temperatures than at lower, Lee and Tsai’s 
description of the effects cannot be confirmed m its details The effect seems to be 
one on the equilibrium, as well as on the veloaty, of the cholesterol lysm reaction, 
and Its analysis is greatly complicated by the effect of temperature on the activity 
of the lysm itself 

In the case of digitonm, the lytic activity is not changed by heating, and so an 
attempt can be made to analyze the effects of temperature on the inhibitory effect 
Table Villa show s the results of an experiment m which vanous quantities of digitonm 
were allowed to remain m contact with 2 S y of cholesterol for 24 hours at 20® and 
at 80®C The inhibition produced was determmed at 37'’C at the end of that time 


TABLE Vnia 


Cl 

20*C 

1 80‘C 

R 

a 

R 

A 

40 0 

1 35 

10 4 

1 51 ! 

13 5 

26 7 

1 50 

8 9 

1 70 

11 0 

23 4 

1 60 

8 8 

1 87 1 



! 1 78 

8 8 



16 7 1 

2 1 

8 7 

2 5 1 



It will be observed that R mcreases, and A decreases, as ci decreases, and that 
although the effect of the 60®C increase m temperature is an increase m the inhibition 
produced b> the cholesterol, the increase is far less than Lee and Tsai desenbe As 
the asymptotes of the time dilution curves are approached, the values of R and of 
A become mcrcasinglj uncertain, and this uncertainty is added to by irregulanties m 
the inhibitory effects of cholesterol which arc encountered in experiments of this 
type, m which the bsm and inhibitor remam in contact for ^cry long times As 
yet, I have not been able to analjze the temperature effects in anj simple wiav 
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of the system being always made up to 1.6 ml. with saline; 0.4 ml. of a standard human 
or rat red cell suspension is added at the end of that time, and the times for complete 
hemolysis are determined. Values of R and of A are obtained by reference to time- 
dilution curves for systems containing human and rat cells respectively. Table VIII 
gives results for 1 in 20,000 saponin (100 y), with the times for complete hemolysis 
in minutes.® 

If R, or A, is plotted against Q for human and for rat cells respectively, the 
relations will be found to be flat curves^® which do not by any means coincide 
with each other. This means that the added red cells do not act simply as an 
indicator of the amount of lysin left free after the lysin-inhibitor combination 
in the bulk phase is completed. The results, indeed, are very similar to those 
which show that the inhibitory effect of plasma dn saponin hemolysis depends 
on the type of red cell added to the system (Ponder, 1943, Table IV), and they 
can be compared with the results obtained when plasma, diluted 1 in 100, is 


TABLE Vin 


<1. 

Sol/lOml. 


Human 





i 


R 

WSm 

t 

cs 

R 

A 

0.3 

— 

— 



mm 

80 

37 

2.70 


0.2 

50 

48 

2.08 

52 

! 2.5 

42 

2.38 

58 

0.1 

2.3 

67 

1.49 

33 

0.50 

57 

1.76 

43 

0.05 

1.1 

80 

1.25 

20 

0.25 

1 

70 

1.43 



used as an inhibitor with 1 in 20,000 saponin in systems containing human or 
rat red cells (Table EX). 

Again the relations between Q and R are flat curves concave to the Q-axis, 
and the curve for the system containing rat cells is not at all the same as that 
for the system containing human cells. 

The simplest explanation of the difference in inhibitory power observed 
when the type of red cell in the system is varied is that the addition of the 

’ In order to ascertain the reproducibility with which inhibitory phenomena such 
as these can be measured, I made 3 cholesterol sols from solution in ethyl alcohol 
and 3 sols from solution in methyl alcohol, and measured i? after 24 hours’ contact 
of several different quantities of sol with 133 y of saponin at 37°C. The 6 values of 
R, which lay between 1.2 and 2.1 for different quantities of sol, agreed to within dbO.l 
with each other in the case of any one quantity of sol. There were no consistent 
differences in inhibitory power between the sols. 

” There seems to be no doubt that the relation of R and Q is really a flat curve 
rather than the straight line which I described for saponin-plasma systems in 1943. 
The points which decide the matter in favor of the curve are in bold face type in 
Tables \TII and IX. 
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cells brings about a redistribution of the quantities of lysm, free on the one 
hand and inhibited as the result of a combination with cholesterol or plasma 
components on the other, and that the way in which the quantities are redis 
tnbuted depends on the surface properties of the type of red cell added More 
specifically, when an inhibitor such as plasma or cholesterol sol is added to a 
lysm m concentration C\, the lysm becomes divided into a quantity A rendered 
inert by the inhibitor and a quantity left free When red cells are added 
to the system, lysm tends to become concentrated at their surfaces, so that 
Cl IB further divided into A', a new amount combined with the inhibitor, ca', a 
new amount left free, and an additional amount concentrated at the cell 
surfaces This last quantity seems experimentally to be linear with C\ and is 
denoted by fci As the equilibrium between Ci and A seems to be at least 
partially reversible, there arises a competition for lysm between the inhibitor 
and the red cell surfaces (Ponder and Gordon, 1934, Ponder, 1945 a), and one 


TABLE DC 


0 

Human 

Rat 

ml 

< 

Cl 

R 

A 


Cl 

R 

A 

0 4 





__ 

— 

2 3 

49 

2 04 

51 

0 3 

6 0 

57 

1 75 

43 

1 1 

52 

1 91 

47 

0 2 

2 2 

69 

1 45 

31 

0 8 

55 

1 82 

45 

0 1 

1 3 

77 

1 30 

23 

0 27 

65 

1 54 

35 

0 OS 

1 0 

S5 

1 18 

15 

0 22 

72 

1 3S 

27 


of the principal effects of this competition is to make A, the amount of lysm 
rendered mert by the inhibitor, dependent on (a) the number of red cells 
added, and (5) the kind of red cells added, for both the extent and the nature 
of the competing red cell surface can influence ^ 

Tables VUI and IX show that the kind of cell determines the values of A 
observed (A = Ci — Ci/R), and it has already been shown that the number of 
cells added to the hemolytic system dclerrmncs the values of A when plasma 
IS the inhibitor and saponin the lysm (Ponder and Gordon, 1934) Table X 
gives the result of an experiment in which saponin was used as the lysm and 
0 1 ml of cholesterol sol diluted 1 m 10 (5 y of cholesterol) as the inhibitor, 
and m which 0 4 ml of a red cell suspension of twice standard strength (25), 
standard strength (5), and half standard strength (0 55) was added after the 
lysm and the inhibitor had remained m contact for 24 hours at 37®C 

Proceeding m the same way as when the inhibitor is plasma (Ponder and 
Gordon, 1934), and plotting log A agamstlog (ci — ci«), we get three lines parallel 
to each other (values for 80y, 75y, and fiSy respectively) This is a 
result similar to that obtained when the inhibitor is plasma, and the same 
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explanation; viz.^ that the differences in the observed values of A arc due to 
redistribution of lysin among the phases of the hemolytic system, appears to 
be applicable to both inhibitors.^^ By an extension of the same idea, it can be 
supposed that a change in the kind of red cell (but with the same development 
of surface^*) operates in the same way as a change in the number of red cells of 
the same kind, both bringing about a change in f and in the extent to which 
the cell surfaces can compete for lysin witli the inliibitor. 

It therefore appears that although lysins such as saponin and digitonin 
react with cholesterol in mixtures of lysin and cholesterol sol, the extent of 
the lysin-inhibitor reaction which results in the rendering inert of lysin is 
finally determined by the affinity of the lysin for the red cell surface components, 
once the cells are added to complete the hemolytic system. In. general, the 


TABLE X 


Suspension 

o i 

t 

Ci 

A 

2S i 

133 

1.7 

88 

45 


100 

i 

65 i 

35 

S 

133 

l.S 

80 

S3 


100 

8.0 

59 

41 


133 

1.6 

56 

77 

0.5 S 

100 

6.0 

42 

58 


! 80 

50 

33 

47 


reactions between lysin and inhibitor wliich occur in the bulk please of the 
hemolytic system cannot b’e considered apart from the reactions which take 
place in the neighborhood of the cell surfaces,*’ unless the lysin-inhibitor reac- 
tion is known to be wholly irreversible. 

u If log A is linear with log (ci-ci„), it will also be linear with log f (ei-ct„). The 
slope of the line will be the same, but it will be displaced to the left by log j*. 

A standard suspension of human red cells (area, 160p’, 6.(10') cells per mm.') has 
appro.ximatcly the same surface area as a standard suspension of rat red cells (area, 
100 ft-, 9.(10') cells per mm.'). 

" For a description of the different behavior of saponin, digitonin, and the bile 
salts, see Ponder, 1934, where a distinction is made between “initial absorption,” 
or the condensation of lysin at the red cell surfaces \rithin a short time (10 seconds) 
after the addition of the cells to the lysin, and “delayed absorption,” the more pro- 
tracted using up of lysin which occurs during, and after, the hemolytic process. The 
distinction can be made experimentally, but is probably not as sharp as is implied. 
The “absorption” of lysin at the cell surfaces which has to be considered when one is 
talking about “competition” is probably that which takes place during the whole of 
the period of time in which the lysin-inhibitor compound -is reversible and can 
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C. PROTEINS 

Human serum globulin, fraction H + III (a mixture of gamma and beta 
globulins kindly supplied me by Dr. E. J. Cohn and Dr. H. B. Vickery) is 
inhibitory for hemolysis by saponin, digitonin, sodium taurocholate, and sodium 
oleate, the i?-values ranging from 1.10 to 1.20 for a 0.02 gm. per cent solution 
at pH 7.1 and at 37®C. (Ponder, 1944). It is important that the globulin 
solution be freshly prepared. 

Attempts to show that serum globulin reacts with the components of the 
red cell surfaces, producing changes which persist after one washing {cf. section 
A, I, 4(o)), have resulted in failure. The inhibitory effects appear to be due 
entirely to reactions which occur between the globulins and the lysins in the 
bulk phase of the system, except in so far as they are modified by ^-reactions 
{cf. section B). Comparing the J?-value for 0.02 per cent globulin and digitonin, 
1.14, with that for diluted plasma with a globulin content of 0.02 per cent, 
the globulin in plasma can be responsible for only about 10 per cent of the totul 
inhibition, or even less. All calculations of this kind lead to the same general 
conclusion; viz., that the globulins are responsible for only a small part of the 
total inhibition produced by plasma. 

The effects of serum albumin are very much more complex. When I reported 
that human serum albumin is an accelerator of saponin hemolysis (Ponder, 
1944), the experimental range was apparently insufficiently explored. Actu- 
ally, human serum albumin (0.1 per cent in saline at pH 7.1) is an accelerator 
of saponin hemolysis when the lysin is present in low concentration, but au 
inhibitor when the lysin is present in high concentration. The time-dilution 
curves for the standard system and the system containing the serum albumin 
accordingly cross one another, a state of affairs similar to that met with in 
the case of lecithin ab oxo and digitonin (section A, II, 2), except that tht 
position of the two curves is reversed (Table XI). 

Table XI shows that there is a small effect of the length of time during which 
the lysin and inhibitor remain in contact. These systems do not appear Uy 
be catastoichic, but the inhibition produced depends on the type of red cell 
used. In Table XII, which illustrates this, the inliibitor was 0.8 ml. of 0.1 
per cent human serum albumin (HA 139). 


give up lysin to augment ct, the quantity of lysin which is drawn upon by “initial 
absorption” and also by “delayed absorption.” As yet, the duration and extent 
of the reversibility are not kno^vn: in fact, the whole theory of the redistribution of 
lysin between the phases of a hemolytic system is only in a verj' elementary stat^ 
{cf. Ponder, 1945 a, in which “competition” is discussed in terms of “affinity” of thci 
cell surface for the lysin. Here the term “affinity” would have to be taken to meap 
initial plus delayed absorption; i.e., all the ability of the cell to react with lysin, 
quickly or slowly, throughout the course of the reaction studied). 
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In systems containing 0,1 per cent human serum albumin and digitonin, I 
have been able to obtain only the small acceleration already reported (Ponder, 
1944) over the entire experimental range (80r to lOy). In the case of sodium 
taurocholate, however, the statement that human serum albumin produces 
no inhibition must be withdrawn. In systems containing 0,8 ml. of lysin in 
isotonic NaCl-phosphate buffer at various pH’s between 5.8 and 8.5, 0.8 ml. 
of 0.1 per cent human serum albumin in saline, and 0.4 ml. of standard human 
red cell suspension, inhibitory effects are observed over the entire experimental 


TABLE XI 



100 

87 

7S 

62 

so 

3S 

Standard system 1 

0.20 

0.30 

0.52 

0,90 

4.0 

>30 

System containing 0.1 per cent HA 139,* con- 







tact 5 min 

0.42 

0.57 

0.80 

; 

2.9 

10 

System containing 0.1 per cent HA 139, contact 







90 min 

0.50 

0.67 

0.90 

1.2 

3.0 

10 


Saponin, ci in y 


* HA 139 is a preparation of human serum albumin kindly sent me by Br. E. J. Cohn. 


TABLE Xir 


Saponin A 

Human cells 

Rat cells 

Cl 

X 

A 

R 

A 

100 

1.46 

31 

1.11 

10 

87 

1.49 

28 

1.13 

10 

75 

1.62 

29 

1.18 

12 

62 

1.94 

30 

1.39 

17 

1 


range (2000y to about 500y of lysin at 37°C.). The 12-values obtained are 
shown in Fig. 2. The average i2-value in the range pH = 6.5 to 7.7 is between 
1.1 and 1.2, while at higher and lower pH’s the values rise to about 2.0.^^ At 
pH 7.1, 0.1 per cent serum albumin is about as inhibitory as plasma diluted 
1 in 500 (see Ponder, 1945 a, Table II) ; i.e., roughly 10 per cent of the inhibitory 
power of plasma, in this dilution, can be attributed to its contained albumin. 

I have not been able to show that these lysin-albumin-cell systems are 
catastoichic, or that the albumin produces changes at the red cell surfaces 
which are not reversible with one washing (c/. section A, 1, 4(fl)) . Independent 

“ At the lower pH’s a white cloud appears when the lysin and the serum albumin 
are mixed. A similar cloud appears under certain conditions when serum is added 
to sodium taurocholate or glycocholate (Ponder, 1924). 



ERIC PONDER 


19 


evidence that serum albumin reacts directly with the components of the red 
cell surface is provided, however, by the effects which it produces on red cell 
shape and its transformations (see Ponder, 1945 c, for the complete literature). 



Fig. 2. Inhibition of sodium taurocholate hemolysis (ci « 2000, 1500, 1250, and 
1000 y) by 0.1 per cent human serum albumin (HA. 139) at different pH’s. Time 
of contact, 10 minutes at 37®C. Ordinate, Jf-values; abscissa, pH. Magnitude of 
allowable experimental error in R, ±0.05. Inset shows bow the activity of the 
lysin, expressed as an ^-value with the activity at pH 5 8 put arbitrarily = 1.0, 
varies with pH. 


D. OTHER QUANTITATIVE OBSERVATIONS 

1. Catastoichic Inhibition by Plasma . — ^Since the inhibition produced by 
lecithin, one of the components of plasma, is catastoichic in systems containing 
saponin, digitonin, or taurocholate, one would expect the inhibition produced 
by plasma to be catastoichic too. A dependence on the order of mixing the 
components of the hemolytic system, however, has not yet been observed in 
systems in which the lysin is saponin or digitonin, although it has often been 
described in systems in which the lysin is one of the bile salts or soaps (Ponder, 
1922, Ponder and Gordon, 1934). The explanation for this lies in the fact 
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that the catastoichic itihlbition produced by plasma in saponin and digitonin 
systems appears only when the plasma is dilute and the inhibition small. 
This can be shown by measuring the time for complete hemolysis for three 
types of system: (a) lysin-saline-cell systems, (b) lysin-plasma-cell systems, 
and (c) celi-plasma-lysin systems, the dilutions of lysin and of plasma being 
varied to cover an extensive experimental range (Table XIII). 

A simple explanation of the catastoichic effects being observed only in 
systems containing dilute plasma is that the total inhibition produced by plasma 
is the sum of that resulting from a A-reaction between plasma components 
(e.g., cholesterol) with lysin in the bulk phase of the system, and that resulting 
from effects at the red cell surfaces. The former effects are much greater 
than the latter, and obscure the smaller effects except when the inhibitor is 
dilute, A detailed analysis of the situation would be rendered very dif&cult 

TABLE xni 


Type of system 


Sapooin 1 is 

A 

Plasma 

1/100 

Plasma 

1/200 

Plasma 

1/400 

Plasma 

1/800 

Plasma 

1/1600 


1 

B 

C 

B i 

! ^ 

B 

C i 

B 

1 

c ' 

! ^ 

C 

10,000 i 

0.12 

3.0 

3.0 i 

0.5 

0.5 

0.22 

0.32 

0.17 

0.23 

i 0.14 

0.17 

15,000 ! 

0.22 

1 — 


2.3 

. 2.S 

1.0 

1.3 

0.46 

0.60 

0.33 

O.SO 

20,000 

0.83 

: 


! 13.0 


3.7 

1 4.7 

1.6 

1 2.7 

1.3 

i 2.0 


In column A, times in minutes for lysin-saline-cell systems. In column B, tiroes in minutes 
for lysiu-plasma-cell systems, contact 10 minutes. In column C, times in minutes for cell- 
plasma-Iysin systems, contact 10 minutes. / for 1 in 30,000, 5.5 minutes. 


•by the fact that the inhibitory effects, both in the bulk phase and in the neigh- 
borhood of the cell surfaces, depend on the times of contact between lysin 
and inhibitor and between inhibitor and cells (see section 2, below). 

2. Time Ejects . — ^Tn their study on the effects of temperature on the inhibi- 
tion produced by cholesterol, Lee and Tsai showed that the amount of saponin 
inhibited by cholesterol sols increases with the time during which the lysin 
and the inhibitor are allowed to react in a lysin-inhibitor system, a final value 
being reached only after some hours. It is the velocity of this reaction (as 
well as its equilibrium) which is affected by change in temperature. 

In the case of the lecithins, the reaction in a lysin-inhibitor system (the 
ceils being added subsequently) which results in inhibition occurs rapidly, 
so that it is immaterial whether the lysin and the inhibitor are allowed to react 
for a long time interval before the addition of the cells or whether the cells 
are added soon after the lysin and the inhibitor are mixed. When the inhibitor 
is cholesterol sol or plasma, on the other hand, the time interval is very impor- 
tant in determining the final result, and the course of the reaction between 
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lysin and cholesterol is not the same as that of the reaction between lysin 
and plasma. This is illustrated by Fig. 3 A, which shows the results obtained 
in an experiment in which 257 of digitonin was allowed to react in a series of 




Fig. 3. A, the inhibition of 25 y of digitonin by 2.5 y of cholesterol (solid points) 
and 0.3 ml. of plasma diluted 1 in 100 (crosses). B, the inhibition of 100 y of saponin 
by plasma (crosses), 2.5 y of cholesterol (solid points), and 1.25 y of cholesterol 
(open circles) . In both cases, A is plotted on the ordinate and time on the abscissa. 

tubes for 5 minutes, 10 minutes, .... 120 minutes*® at 37®C. and pH 7.1 with 
(a) 0.8 ml. of a cholesterol sol diluted 1 in 160, i.c. with 2.57 of cholesterol, 

” The reactions arc virtually complete wthin 120 minutes, the amount of lysin 
inhibited being the same, v.nthin the limits of e’tpcrimental error, as after 24 hours' 
contact. 
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and (6) 0.3 ml. of plasma diluted 1 in 100. The inhibition produced at the 
end of each period of time was measured in the usual way and the values of 
A are plotted against time in Fig. 3 A. Fig. 3 B shows the results in a similar 
experiment using lOOy of saponin, 2.5y and 1.257 of cholesterol, and 0.8 ml. 
of plasma diluted 1 in 800. 

When the inhibitor is plasma, the course of the reaction resulting in the 
inhibition of the lysin is clearly very different from that observed when the 
inhibitor is cholesterol sol, irrespective of whether the lysin is saponin or 
digitonin. When the inhibition at equilibrium (1 to 2 hours contact) is approxi- 
mately the same, the inhibition produced by plasma is much greater for short 
periods of contact with either lysin, and the values of A vary less with time 
than do the values obtained with cholesterol sol as the inhibitor. If we^nquire 
as to the amount of cholesterol sol which is equal in inhibitory power to a 
certain amount of plasma, we get a variety of answers (0.3 ml. of plasma 


TABLE XIV 


1 

Type of system 

Time of contact 

lOmiD. 1 

1 

60 min. 

T^ysm -f- 7y rlinlpcfprnl 

13 

19 

Lysin -f- 20Ch' lecithin 

13 

13 

Sum of these 

26 

32 

Lysin -i- 2y cholesterol -4- 200 t' lecithin 

^ 27 

51 



diluted 1 in 100 equal to anything from 5y to ISy of cholesterol, in the case 
of Fig. 3 A) according to the time of contact between the lysin and the inhibitor 
before the addition of the cells. It can also be shown that a similar variety 
of answers is obtained when the time of contact is constant, but the initial 
concentration of lysin is varied (see section 4 below). 

3. Enhancing Ejffects . — ^Lee and Tsai (1942 b) have described a reinforcement ' 
of the antihemolytic pov/er of cholesterol by lecithin, their lecithin, although 
slightly lytic in itself, enhancing the inhibitory effect of a cholesterol sol 3 
to 10 times in saponin systems. I have had no difhculty in confirming this 
fundamental observation. Using four systems, (a) 0.8 ml. 1 in 20,000 saponin 
(lOOy) plus 0.8 ml. NaCl-phosphate buffer at pH 7.0, {b) 0.8 ml. lysin plus 0.4 
ml. distearyl lecithin sol in phosphate buffer plus 0.4 ml. buffer, (c) 0.8 ml. 
lysin plus 0.4 ml. cholesterol sol diluted 1/100 in buffer (27 cholesterol) plus 
0.4 ml. buffer, and (d) 0.8 ml. lysin plus 0.4 ml. lecithin sol plus 0.4 ml. choles- , 
terol sol, and adding 0.4 ml. of standard red cell suspension to each system 
after various lengths of time at 37°C., we get, by reference to a standard time- 
dilution curve for the lysin, the quantities of lysin rendered inert which are 
shown in Table XTl^. 
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When the time of contact between the inhibitors and the lysin is 60 minutes, 
the quantity of lysin rendered inert, Sly, is 1.6 times the sum of the quantities 
of lysin rendered inert by the two inhibitors acting separately, but when the 
time of contact is much shorter (10 minutes), the enhancement is much less 
in evidence. Any further description of these complex enhancing effects is 
beyond the scope of this paper, but it will be clear that the existence of such 
effects makes it very difficult to say how much of the inhibitory effect of plasma 
can be attributed to cholesterol, to lecithin, or to other components. 

4. Combining Ratios . — Even in the case of lysin-inhibitor-cell systems in 
which the time of contact between lysin and inhibitor is not important, the 
quantity of lysin inhibited per y of inhibitor depends on the initial concen- 
tration of the lysin, as well as on other factors such as pH, the kind and number 
of red cells in the system, etc. In the case of distearyl lecithin and digitonin 
(Table I), each 7 of lecithin inhibits 0.0257 of lysin when the initial lysin 
concentration is S0y/2ml., and O.OlSy when the initial concentration 
is 167 / 2 ml.; in the case of distearyl lecithin and saponin (Table 11), each 7 
of inhibitor inhibits O.177 of lysin when the initial quantity is 2OO7, and O.OTy 
when the initial quantity is 80y. In the case of serum albumin (Table XI), 
each 7 inhibits from 0.016y to 0,03y according to the initial concentration of 
saponin, and from 0.0257 to 0.047 according to the initial concentration of 
taurocholate. Each 7 of globulin (Ponder, 1944) inhibits about O.lSy of 
saponin, O.IS 7 of digitonin, O.Uy of taurocholate, and 0.227 of glycocholate, 
with a dependence on lysin concentration which has not yet been worked out. 

In the case of cholesterol sols, the question as to how many 7 of lysin are 
rendered inert per 7 of cholesterol can be answered only if the time of contact 
between the inhibitor and the lysin, as well as the lysin concentration, is 
specified. At 37®C., and after 24 hours’ contact, each 7 of cholesterol inhibits 
from 5.27 to 8 .O 7 of saponin, according to the amount of sol used, when the 
initial quantity of lysin is IOO 7 (Table ITII); under the same conditions, each 
7 of cholesterol inhibits about 12 y of digitonin when the initial quantity is 
SOy (Ponder, 1945 5). Cholesteryl acetate inhibits about I .47 of saponin 
and 2 .O 7 of digitonin, per 7 of the ester, under the same conditions of experi- 
ment. 

The question as to how much of the inhibitory power of plasma can be 
accounted for by the contained cholesterol (or free cholesterol) is again one 
which can be answered only if the experimental conditions are defined with 
respect to initial concentration of l>' 5 m, time of contact, and a number of other 
variables. Reference to Fig. 2 A and B, will show that a quantity of plasma 
may be either more or less inhibitory than a quantity of cliolesterol sol according 
to whether the time of contact is short or long. Even with the time of contact 
sufficient for the lysin-inhibitor system to reach equilibrium, the quantity of 
lysin rendered inert per 7 of cholesterol x^ries with both the initial concen- 
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tration of lysin and the quantity of cholesterol, and since similar complexities 
exist in the case of plasma, correlations between the inhibitory power of plasma 
and the content of total, or free, cholesterol are apt to mean less than they 
appear to do at first sight. 


DISCUSSION 

So far as the inhibition of hemolysis by plasma is concerned, the principal 
points of interest have always been (1) whether the inhibition is the result of 
reactions in the bulk phase of the system or at the red cell surfaces, (2) whether 
it is possible to develop an expression which will describe the inhibition quanti- 
tatively, and (3) an understanding of the extent to which the various compo- 
nents of plasma contribute to the total inhibition. The best way of discussing 
the results obtained in this paper and in previous papers of this series is to 
see what light they throw on these questions. 

i. Is Ihc Inhibition Produced by Plasma the RestiU oj Reactions Occurring in 
the Bulk Phase or at the Cell Surfaces? — In earlier investigations (Ponder, 
1924, 1925) I treated the inhibition produced by serum and plasma as due to a 
reaction in the bulk phase of the system in which the serum components “react 
with the lysin in the same sort of way as when reactant A precipitates reactant 
B from solution.” This type of reaction in the bulk phase is what I call a 
A-reaction, a quantity A of the lysin being rendered inert as the result of the 
combination of the lysin and the inhibitory component. So far as the choles- 
terol of serum or plasma is concerned, the investigations of Lee and Tsai 
(1942 a) support this point of view very strongly, for they show that the amount 
of inhibition depends on the length of time during which the lysin (saponin, 
digitonin) and a cholesterol sol are allowed to remain in contact, as well as 
on the temperature. 

I have never felt satisfied with this description of the inhibitory effect of 
plasma, however, as is shown by frequent attempts either to test it further 
(Ponder, 1932, Ponder and Gordon, 1934) or to abandon it altogether (Ponder, 
1943).^® These attempts had their origin in the difficulties raised by the 

The attempt to account for all inhibitory and accelerator phenomena in terms 
of ^-values and reactions at the cell surfaces was a step in the wrong direction. If 
the e.xpressions in terms of A arc complex, those in terms of i? are no less so if the 
experimental range is sufficiently great (sec footnote 10); the observation that the 
values of A vary with the number and kind of red cell introduced into the system 
seems to be accounted for best by a redistribution of lysin within the system, and 
the supposed similarity between the effects of acceleration and inhibition produced 
by substances such as the sugars (Ponder and Yeager, 1928, Yeager, 1929) or the 
monovalent cations (Gordon, 1933) and the inhibitory effect of plasma is only a 
superficial one. In the case of the former, most of the inhibitory, or acceleratoiy, 
effect is produced at the cell surfaces and only a small proportion of it in the bulk 
phase (Ponder, 1926, Ponder and Yeager, 1928); in the case of the latter, most of 
the inhibition is produced by A-reactions in the bulk phase. 
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experimental observations (a) that the values of A obtained depend not only 
on the type of red cell introduced into the system but also on the number of 
red cells, so that the cells do not act as a simple indicator of the amount of 
lysin Cs left free after an amount A has been rendered inert, and (d) that the 
treatment of the results in terms of a A-reaction exclusively gives rise to awk- 
ward expressions (see section 2, below). They were also influenced by the 
idea that there is an underlying similarity between the inhibitory effects of 
plasma and those of substances such as the sugars, and a similarity between 
inhibitory phenomema in general and the phenomenon of acceleration. 

The results described in this paper show that although the greater part of 
the inhibition produced by plasma is the result of a A-reaction in the bulk 
phase of the system, the effects of this reaction are modified by redistribution 
of lysin among the regions of the red cell surface, the bulk phase of the system, 
and the inhibitory components, and are complicated by some of the plasma 
components reacting directly with components of the cell surfaces (e.g., the 
i?-reactions in the case of the lecithins, and the reactions which influence shape 
changes in the case of the albumins).^^ In addition, there are enhancing effects 
among the inhibitory components, probably largely in the bulk phase of the 
system, 

2. Cafi a Quantitative Expression for the Inhibition Be Foundf — In 1924 
the assumption that the inhibition produced by plasma is due to a A-reaction 
in the bulk phase of the system was supported by all the facts then known, 
although even then it was recognized that the reaction was probably partly 
reversible. The expression first sought for describing the results of the reaction 
was one between A and Cz, the amount of lysin left free in the system, with 
the idea that a loose physical compound, rather than a molecular one, was 
formed. The expression A = Ac^’^j indeed, seemed to be adequate over the 
limited range explored (Ponder, 1924). The investigations were extended 
(Ponder, 1925) to cover variations in the amount of inhibitor used, and now 
the expression had tobe modified to A = A(ci — iQ*^",both/l and /C being func- 
tions of the quantity of plasma introduced into the systems. 

As remarked above, dissatisfaction wth this description of the inhibition 
produced by plasma led to experiments designed to test it further. With the 
development of improved methods for measuring percentage hemolysis curves 
it became possible to determine A, the amount of plasma apparently rendered 

The discussion of the mechanism of acceleration and inhibition in which, these 
phenomena are supposed to result from modifications of the cell surface (Ponder, 
1941, 1943) applies only to those forms of acceleration and inhibition which are the 
result of i2-reactions (most forms of acceleration, inhibition by substances such as 
the sugars, and possibly by the lecithins and albumins of plasma). In these cases 
some sort of overall effect, such as a change in the extent to which lysin is concentrated 
at the cell surfaces, seems to be involved, the surface structure at the same time 
exhibiting differences in reactivity from point to point, or maybe in a pattern. 
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inert by tbe added plasma, at any stage of the hemolytic process, and the 
results were compatible with the inhibition being the result of a A-reaction 
exclusively (Ponder, 1932).^® Observations were extended to cover times up 
to 300 minutes (Ponder and Gordon, 1934), and it was established that the 
value of n in the expression for the "fundamental reaction” remains unchanged 
when plasma is added.” The expression relating the concentration of lysin 
and A was now changed to A = a(ci — This gets rid of the arbitraiy 

constant K, but leaves two other constants, a, corresponding to the old A, 
and n, corresponding to the old it. The latter seems to be constant for all 
quantities of plasma used, but the former is a non-linear function of the quantity 
of plasma. While this expression retains the form of an adsorption isotherm, 
it is really no better than an empirical formula.^" The remainder of the paper 
deals with the idea of competition for lysin between the inhibitor and the red 
cell surfaces, a subject discussed further in Ponder, 1945 a, and in this paper. 

The results described in this paper show that the A-reaction between lysm 
and plasma in the bulk phase of the system is complicated by competition for 
lysin between the cell surfaces and the inhibitor, by reactions of plasma compo- 
nents with the cell surfaces, and by enhancing effects of the components upon 
each other. It is accordingly not surprising that the only expression yet 
found to describe the inhibition quantitatively should be an empirical one 
with several arbitrary constants. 

3. To What Extent Do the Variotis Components of Plasma Contribute to the 

JSTMs test has its practical limitations, because considerable variation in the 
velocity constant of the fundamental reaction could occur and yet give rise to devia- 
tions from the Aj/Aj relation which would be no greater than the experimental errors 
would account for. This possibility becomes less as the measurements are made 
nearer and nearer the asymptotes of the time-dilution curves for SO per cent and 100 
per cent hemolysis respectively, and it is probable that the experimental results 
obtained constitute a valid test of the point under consideration. The finding that 
Ai/Aj — 1.0 would not, however, exclude an i?-reaction in which the initial amount 
of lysin ci -was found to behave as if it were of amount cj, irrespective of the group 
of cells in the frequency distribution with respect to which its behavior was tested. 
Again, the test would not exclude a A-reaction accompanied by a small variation in 
the velocity constant, and it should be remarked in this connection that all calculations 
of the 13^6 A = ci-C’, based on measurements from time-dilution curves, involve the 
tadt assumption that the velodty constant of the fundamental reaction remains 
unchanged by the addition of the inhibitor or accelerator. One hopes that this 
assumption is correct, but in the meantime there is no way of demonstrating its 
correctness unequivocally. 

Some other inhibitors, and some accelerators, change the value of n. They 
probably act at the cell surfaces. See Ponder and Yeager, 1930. 

=» It is not always even a good empirical formula. Table XII provides an instance 
in which A increases as ci decreases. 
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Total Inhibitory Effect ? — Although at least four components of plasma have 
inhibitory properties (cholesteroi,*' globulins, lecithins, and albumins) it is 
now clear that a question of this kind cannot be answered without further 
specification. Even in the case of one inhibitory component, the amount of 
inhibition produced per y of inhibitor depends on (1) the lysin present in the 
system, (2) its initial concentration, (3) the pH, (4) the temperature, (5) the 
order in which the components of the hemolytic system are mixed, (6) the time 
of contact between lysin and inhibitor in lysin-inhibitor-cell systems, and (7) 
the kind, and (8) the number, of red cells added to the system. When there 
is more than one inhibitor present, one has to take account of enhancing effects 
as well. 

Speaking very generally, the inhibitory power of the principal components, 
expressed as y of lysin per y of inhibitor is about 0.1 for the lecithins, 0.2 for 
the proteins, and 5 to 10 for cholesterol in systems containing saponin, digitonin, 
or the bile salts. Since the concentration of the plasma proteins is some SO 
times that of the free cholesterol in the plasma, the total inhibitory power of 
the plasma proteins works out as approximately equal to that of the free 
cholesterol. The enhancing effect of lecithin on the inhibitory effect of choles- 
terol, and the smaller inhibitory power of the cholesterol esters (if it exists), 
may combine to increase the fraction of the total inhibitory power which is 
dependent on cholesterol, but we arc still left with a considerable fraction 
which is dependent on substances other than cholesterol. These calculations, 
of course, are very rough, for it is not even certain that the sum of the effects 
of all the inhibitory components adds up to the total inhibitory effect of the 
plasma; there may be hitherto unidentified inhibitors on the one hand, or the 
effect of the inhibitors may be partly offset by the effect of accelerators on 
the other. 

It now begins to look as if the use of the same type of method and the inter- 
pretation of the results along the same general lines are leading only to increas- 
ingly involved situations, and as if our view of the subject were approaching 
what has been called its horizon of complexity. What is required are methods 
by means of which the concentration of free lysin in alysin-cell system can be 
measured independently after the cells have been added, and by means of 
which the quantity of lysin combined with an inhibitor such as cholesterol 
can be determined independently of the course of the hemolytic process. 
Further analysis would then be possible,” 

Cbolesteryl acetate, the only ester hitherto examined for inhibitory power, has 
about one-fifth the inWbitory effect of cholesterol itself. Until there is further 
evidence on the point, it cannot be safely assumed that the cholesterol esters of plasma 
arc non-inhibitor>’. 

** Collier and Wilbur (1944) have approached the problem of the inhibition of 
hemolysis by plasma in a somewhat different way. They measure the amount of a 
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SUMMARY 

This paper contains a description of some of the inhibitory, and occasionally 
acceleratory, effects of sols of lecithins, cholesterol, and proteins in hemolytic 
systems containing simple lysins, together with investigations on the nature 
of the reactions by means of which the effects are brought about. The princi- 
pal conclusions are: 

A. As regards sols of lecithins. 

1. In lysin-inhibitor-cell systems, distearyl lecithin is an inhibitor of saponin 
and digitonin hemolysis, part of the effect being the result of a reaction with 
the components of the red cell surface and part being the result of a reaction 
with lysin in the bulk phase of the system. Lecithin ah ovo (Merck) is an 
accelerator of saponin hemolysis and either an accelerator or an inhibitor of 
digitonin hemolysis according to the initial concentration of lysin present in 
the system. Soybean lecithin is an inhibitor of both saponin and digitonin 
hemolysis, but both soybean lecithin and lecithin ah ovo contain also 
a hemolytic, or acceleratory, component. 

2. The inhibitory effects depend on the order in which the components of 
the hemolytic system are mixed together. Distearyl lecithin is about 5 times 
more inhibitory in cell-inhibitor-lysin systems than in lysin-inhibitor-cell 
systems containing saponin, digitonin, or taurocholate. Lecithin ah ovo is 
more inhibitory in ceU-inliibitor-lysin systems when the time of contact between 


lysin (lysolecithin) required to hemolyze a quantity of diluted blood or of washed 
red cells, assuming that changes in the concentration of lysins, accelerators, or inhibi- 
tors in the blood will be reflected in the amount of lysin required. The number 
of milligrams of added lysin which brings about 50 per cent lysis of 1 ml. of blood 
or its equivalent in 60 seconds at room temperature is called the antihemolytic value 
(AHV). The relation between AHV and what I call the inhibitory power of plasma 
should be that the inhibitory power is proportional to the AHV for whole blood 
minus the AHV for washed red cells. It should be noticed that the magnitude of 
the difference between the AHV of system A and that of system B is dependent on 
the measurement of AHV being made at the arbitrarily selected time 60 seconds, 
and that if the measurements were made at another time, say 30' seconds, the two 
AHV values and their difference would be different; this is a reflection of the fact 
that A is a function of ci. Collier and Wilbur’s approach to the problem certainly 
has its advantages. The study of the total inhibitory effect of plasma and its varia- 
tions is more likely to lead to conclusions of practical interest than is the attempt 
to reconstruct the total effect from the effects of its parts, particularly as these seem 
to be non-additive, and the results of the direct measurements, especially when made 
on systems containing whole blood, have an immediate bearing on the problems of 
in vivo hemolysis. The extent to which it is legitimate to extend the results obtained 
in dilute in vitro systems to in vivo systems is very doubtful, especially as not all the 
components of the m vivo systems are known. 
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cells and inhibitor is short, but when it is long, the hemolytic properties of 
the lecithin offset its inhibitory properties. A similar state of affairs is observed 
with soybean lecithin. 

3. An increase in temperature decreases the inhibitory effect of distearyl 
lecithin in systems containing saponin or digitonin. 

B. As regards sols of cholestcroh 

4. The quantity of lysin A apparently inhibited by a quantity Q of choles- 
terol sol is dependent on both the type of red cell and the number of red cells 
added to the system. 

5. A is a non-linear function of Q and of ci, the initial quantity of lysin pres- 
ent in the hemolytic system, A generally increasing as ci increases. 

6. The inhibitory effect of cholesterol sols is essentially due to a reaction 
between the cholesterol and the lysin in the bulk phase of the system, modified 
by what appear to be redistribution effects which depend on the kind and 
number of red cells added to complete the hemolytic system. 

7. The value of A depends on the temperature and on the length of time 
during which the cholesterol and the lysin remain in contact before the addition 
of the cells. 

8. Distcarj'l lecithin considerably enhances the inhibitory effects of 
cholesterol sols. 

C. As regards the proteins. 

9. Freshly prepared serum globulin is inhibitory in systems containing 
saponin, digitonin, taurocholate, and oleate, and the effect is due to reactions 
in the bulk phase of the system, modified by redistribution effects. 

10. Serum albumin either accelerates or inhibits lysis by saponin, depending 
on the initial concentration of lysin, and the inlribition depends on such factors 
as the type of red cell used and the time of contact. In the case of sodium 
taurocholate, the inhibition has a very marked pH dependence. 

D. regards plasma. 

11. The way in which the inhibitory effect depends on the length of time 
during which inhibitor and lysin are in contact before the addition of the cells 
is not the same when* plasma is used as an inhibitor as when a cholesterol sol 
is used as the inhibitor. The amount of cholesterol sol which is equal in 
inhibitory power to a given amount of plasma accordingly varies according 
to the length of the time of contact which is selected. 

12. The inhibitory effect in systems containing saponin, plasma, and red 
cells can be shown to depend on the order in w'hich the components are mixed, 
when the concentration of the plasma is small. 

13. The question as to how much of the inhibitory power of plasma can be 
accounted for by the contained cholesterol (total or free) is one w'hich can be 
answered only if the experimental conditions arc defined w’ith respect to initial 
concentration of lysin, time of contact, and several other variables. Very 
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roughly, about 50 per cent of the total inhibition of plasma, or a little more, 
can be attributed to the cholesterol fraction. 

14. Since the inhibitory effects of plasma are the result of reactions in the 
bulk phase of the system, complicated by redistributions among the phases, 
of reactions between some of its components and components of the red 
ceU surface, and of enhancing effects of its components upon each other, 
it is not surprising that nothing better than an empirical expression should 
have been found to describe the inhibition quantitatively. 
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A very large number of investigations have been made of the relationship 
between the concentration of toxic substances in solution, and the extent of the 
toxicity produced at different concentrations. The problem has been studied 
from many viewpoints and the resultant mass of data has been well reviewed by 
Stiles (1924) and by Clark (1933). The latter, in particular, pays much atten- 
tion to the variety of mathematical formulae which have been developed to ex- 
press the toxicity/concentration relationship of toxic solutes — e.g. those of 
Ostwald (1907), Chick (1908), Reichel (1909), Powers (1917, 1920), Porodko 
(1926), Ponder (1932), — formulae developed as a result of work on plants and 
animals, living and dead. He comments particularly with regard to these 
expressions, that there has been virtually no attempt to explain their practical 
significance. 

It seems to the writer that since the same fundamental phenomenon is in- 
volved in all this work, i.e. the reaction of a toxic substance with a protoplasmic 
substrate, it would be advisable, where possible, to arrive at some systematic 
basis whereby the mathematical expressions involved could be used to obtain 
an understanding of the basic processes at work m any case of toxicity. If this 
aspect is neglected, the derivation of mathematical formulae can serve no useful 
purpose. 

In the present contribution, it seems best to limit consideration of this aspect 
to the relationship Survival time/Concentration which has perhaps provided 
the most reliable previous data. Many cases of toxicity, involving study of 
this relationship, can be grouped according to the apparent (not necessarily 
the actual) number of variable factors controlling the dependence of the 
survival time / of an organism (or the toxicity as expressed by the reciprocal 
l/i) upon the concentration c of the toxic substance. 

In general, uni-univalent electrolytes, non-toxic organic compounds which 
kili only inhypertonic solution, and many drugs, give simple survival time/con- 
centration curves expressed by / = where K and p are constants and the 
plot log //log c gives a straight line. Where such a simple relation holds, the 
toxicity may be termed “simplex,” since the survival time appears to depend 
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solely and to a constant degree upon the apparently single variable factor, the 
concentration of toxic solute. 

Many substances do not give such a direct relationship between t and c over 
the whole concentration range and in such cases the plot log //log c used exten- 
sively b}’^ Clark (1933) and by Cause (1933) appears to be of particular value. 
The latter author noted for Paramecium caudatum in mercuric chloride solutions 
that the plot log //log c was a curv^e consisting of two straight-line sections, each 
of different slope, merging at a particular concentration. Above this concen- 
tration the relation i/c was expressed by the logarithmic equation 

log i = log K + p log c 

with particular values for K and p: and below it by a similar t)q)e of equation 
but with quite different values for the two constants. 

Sziics (1912) noted a case where the toxicity of concentrated solutions was 
greater than that expected from the results with dilute solutions, and if the data 
given by Chick (1908) for the action of phenol on B. paratypJwsus, by Carpenter 
(1927) for the killing of Lcuciscus pJioximis by lead nitrate or mercuric chloride, 
or by Ing and Wright (1932) for the paralysis of frog’s sartorius muscle by 
quaternary ammonium iodides, are replotted logarithmically, the plot log //log 
c gives, in each case, a curve composed of two linear portions. In each case, 
the nature of the ratio t/c is similar for all concentrations, but the degree of the 
relationship differs in the two sections of the concentration range. 

Wdiere this occurs, if it be assumed that over one of the two sections of the 
concentration range / is dependent on only the one variable factor c, then the 
different degree of dependence of / upon c evident for the other section can be 
explained as due to the introduction of a second variable factor. Since the 
toxicit)'^ in such cases appears to depend on the existence of two independent 
variable factors, it is convenient to term the mechanism “duplex” to distinguish 
it from the “simplex” toxicity outlined above. 

Many examples of toxicity do not fall into either of these categories, the 
log/log plot being non-linear. Although this is often due to the fact that the 
concentration ranges examined have been too limited to permit analysis of the 
results, such cases must be left outside the scope of this contribution. The 
subdivision used above is, of course, tentative, but it does enable such analysis 
of a large section of toxicity data as might, in many cases, aid in determining the 
number of variable factors controlling the toxicity. Such an estimate would 
appear to be essential to an}"- investigation of the nature of those factors. 

The writer' (1939) showed that the killing of Polycelis nigra by copper nitrate 
solutions v'as a case of what is here termed “duplex” toxicity, the relationship 
between / and c over a wide range of concentration being given by the expression 
/ = Kcp. For h3q)ertonic solutions of copper nitrate K and p had each a certain 

' Paper I of this series. 
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constant value, and for hypotonic solutions the constants had quite different 
values, the degree of toxicity of hypertonic solutions being relatively much 
greater than that of hypotonic solutions. In consequence, the plot log //log c 
was a duplex curve with two linear sectioi^ merging at a concentration approxi- 
mating the isotonic point of normal tissue fluids. In concentrations above this 
point the organisms were observed to shrink and invaginate; in lower concentra- 
tions the epidermal cells cytolysed presumably as a result of water intake. 

The coincidence of this behaviour, resulting from osmotic water exchange, 
with the abrupt change in the degree of toxicity of the solutions, led to the 
suggestion that whereas the basic toxicity depended on the concentration of 
copper nitrate present, the relatively high toxicity of the hypertonic solutions 
might be due to the introduction of a second variable lethal factor, the osmotic 
withdrawal of water, which would be operative only in hypertonic solutions. 
It was indicated that this could be tested by investigating the toxicity of a range 
of copper nitrate solutions, the osmotic pressures of which were adjusted to 
a smgle constant value by the addition of inert solutes, thus eliminating the 
osmotic variable. The present contribution describes an investigation along 
these lines of the factors responsible for the duplex toxicity of copper nitrate 
solutions toward Polycdis nigra. 

Jxi the course of interpreting the results of this new investigation with added 
solutes, it was observed that the mixtures of copper nitrate plus added solutes 
displayed toxic effects greater than would be expected from consideration of 
their separate toxicities. 

The phenomenon of antagonism, in which a mixture of two toxic solutes 
disphy^ s much toxicity^ thau would be autkipated Srom consldsmtkti 

of the separate toxicities of the components of the mixture, has received much 
attention and can be regarded as well authenticated. The opposite 
phenomenon of synergy, in which the combined toxicity of the two toxic solutes 
is markedly greater than would be expected, is also ^vell known in the case of 
organic drugs and is of some importance in pharmaceutical practice. It seems, 
however, that it has been rarely observed for mixtures of metallic salts and, 
except for the cases described by Lipman (1909), Loeb (1916), Raber (1917), 
and Osterhout (1922), there is little evidence in the literature that the toxicity 
of a mixture of metallic salts can be greater than the sum of their combmed 
toxicities. In fact, the extent of the literature on antagonism would suggest 
that the opposite is generally the case. 

It is of interest, therefore, to record such a case of synergy as occurring in the 
copper nitrate + sodium chloride and also in the copper nitrate -f- glucose mix- 
tures used in the present investigation. 

EXPERIMCNTAL 

The technique used in this work for the standardisation of the organisms 
and observation of their behaviour and survival times in the toxic solutions was 
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described in detail in Paper I (White, 1939). All experiments were carried out 
in duplicate with 100 ml. of solution at a temperature of 23°C. db 1°C. Data 
regarding the osmotic pressures of the glucose solutions used were obtained from 

TABLE I 

Survival Times of Polyedis nigra in Copper Nitrate Solutions of the Concentrations and Osmotic 

Pressures Stated 


Temperature = 25‘’C. 


Concentration c 

Osmotic pressure 

Survival time t 


aim. 

nin. 

0.0001 

0.0037 

432.25 

0.0005 

0.018 

251.25 

0.001 

0.036 

180.0 

0.005 

0.178 

92.25 

0.01 

0.349 

67.50 

0.05 

1.63 

32.25 

0.10 

3.11 

19.0 

0.14 

4.32 

14.75 

0.20 

6.01 

6.25 

0.30 

8.71 

0.80 

0.40 

11.47 

0.33 

0.50 

14.01 

0.23 


TABLE n 

Survival Times of Polyedis nigra in Glucose Solutions and in Sodium Chloride Solutions of the 
Concentrations and Osmotic Pressures Stated 


Temperature = 23°C. 


Glucose 

Sodium chloride 

Concentration c 

Osmotic 

pressure 

Sur>’ival time f 

Concentration c 

Osmotic 

pressure 


Af 

aim. 

mm. 

A’ 

aim. 


2.0 

62.2 

3.1 

2.0 

94.2 

0.34 

1.5 

43.2 

4.83 

1.5 

70.0 

0.50 

1.0 

27.1 

10.25 

1.0 

46.1 

1.0 

0.75 

20.3 

21.0 

0.75 

34.3 

2.5 

0.50 

12.8 

49.5 

0.50 

22.7 

5.0 

0.40 

10.2 

81.75 

0.40 

18.3 

16.25 

0.30 

7.7 

152.25 

0.30 

13.9 

2S.0 

0.20 

5.0 

— 

0.20 

9.2 



International critical tables (1928 a), Shnilar data were calculated (using the 
equation PV = iRT) for sodium chloride solutions from the freezing point data 
given in International critical tables (1928 b) for such solutions, and for copp®’^ 
nitrate solutions from conductivity data avmilable in the same source (1928 c)- 
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The survival times of Polycelis nigra in copper nitrate solutions of concentra- 
tions 0.0001 N to 0.5 N were then reinvestigated, the results confirming the 
findings reported in Paper I. Table I details the concentrations investigated, 
their osmotic pressures, and the survival tunes of the organisms at each concen- 
tration. 

For comparative purposes the survival times of Polycelis in a range of sodium 
chloride and of glucose solutions of known osmotic pressures w'ere also deter- 
mined and the results, with the concentrations and osmotic pressures are listed 
in Table II. 


TABLE HI 

SuTvivai Times oj Polycelis nigra in Copper Nitrate Solutions Adjusted to an Osmotic Pressure 
of Approximately 14 Atmospheres hy the Addition of Glucose 


Temperature *= 23®C. 


Copper Ditrate 

+ Glucose 

Survival time / la 
matures 

ConceatratioD e 

ConcentratioQ e 

Osmotic pressure 

K 

u 

aim. 

min. 

o.s 

— 

— 

0.21 

0.4 

0.104 

2.52 

0.35 

0.3 

0.21 

S.3 

0.62 

0.2 

0.32 

8.2 

1.4 ' 

0.14 

0.39 

10.0 

2.27 

0.10 

0.44 

11.25 

5.35 

o.os 

0.50 

12.8 

11.25 

0.01 

0 . 5 S 3 

14.5 

13.75 


0.558 

14.55 

17.25 


0.563 

14.57 

24.0 

0.0005 

0.564 

14.6 

30.25 

0.0001 

0.564 

14.6 

45.0 


Two series of copper nitrate solutions of the same concentrations as those 
listed in Table I were then set up and the solutions of each series adjusted to a 
constant osmotic pressure of approximately 14 atmospheres (that of 0.5 
N copper nitrate solution, the highest concentration used) by addmg to one 
series the calculated amounts of glucose (Table HI), and to the other series the 
calcukted amounts of sodium chloride (Table IV), required to bring 
about the adjustment. The survival times of Polycelis in each series are given 
in the respective tables. It must be noted here that the mixed solutions were 
so made up as to contain a final concentration of each solute corresponding to 
that given in the tables, not by mixing solutions of those concentrations. 

Finally, the effect of osmotic water intake was investigated by adjusting a 
series of hypotonic copper nitrate solutions of concentrations 0.0001 n to 0.10 
N to a constant osmotic pressure of approximately 3.2 atmospheres (slightly 
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below iso tonicity) by the addition of glucose. Table V gives details of these 
solutions and the corresponding survival times. 


TABLE IV 

Survival Times of Polycdis nigra in Copper Nitrate Solutions Adjusted to an Osmotic Pressure 
of Approximatdy 14 Atmospheres by the Addition of Sodium Chloride 


Temperature == 23°C. 


Copper nitrate 

1 + Sodium chloride 

I 

Survival time f in 
mixtures 

Concentration e 

Concentration c 

Osmotic pressure 

N 

2/ 

atm. 

min. 

0.5 

— 

— 

0.23 

0.4 

0.055 

2.3 

0.33 

0.3 

0.113 

5.2 

0.54 

0.2 

0.175 

7.9 

0.68 

0.14 

0.215 

9.9 

1.0 

0.10 

0.245 

11.25 

2.25 

0.05 

0.280 

12.8 

5.0 

0.01 

0.30 

13.8 

7.5 

0.005 

0.305 

14.0 

11.0 

0.001 

0.310 

14.1 

14.0 

0.0005 

0.312 

14.3 

20.0 

0.0001 

0.312 

14.3 

20.0 


TABLE V 


Survival Times of Polycdis nigra in Copper Nitrate Solutions of Concentrations up to 0.1 n 
Adjusted to Approximate Isotonicity by the Addition of Glucose 
Temperature = 23°C. 


Copper nitrate ] 

1 

4“ Glucose 

Survival time f in 
mixtures 

Concentration c 

Concentration c 

Osmotic pressure 

If 


atm. 

tnin. 

0.1 

— 

— 

19.1 



1.5 

29.0 


0.113 

3.0 

68.0 


0.119 

3.1 

95.1 


0.126 

3.17 

178.5 


0.128 

3.2 

253.0 


0.128 

3.2 

430.3 


In conformity with the findings in Paper I, in the experiments giving the data 
in Table I (i.e. where the normal osmotic pressure of the copper nitrate solution 
remained unaltered) cytolysis of the organisms occurred in all the hypotonic 
solutions. Similarly, in all the slightly hypotonic solutions listed in Table V, 
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a sparse cytolysis was observed. In contrast to this, no cytolysis occurred in 
the glucose or sodium chloride solutions, nor in those copper nitrate solutions 
the osmotic pressure of which had been brought up to 14 atmospheres by the 
addition of glucose or of sodium chloride. The invagination previously ob- 
served only in the hypertonic solutions of copper nitrate now characterised all 
the solutions listed in Tables III and IV, and can therefore be due only to os- 
motic withdrawal of water. The conclusion that cytolysis results from water 
intake in hypotonic solutions thus appears to be justified. 

The fact that the organism undergoes osmotic water exchange in the toxic 
solutions having thus become evident, it remains to consider the significance of 
the data accumulated in these experiments, a task which is most easily carried 
out by discussing the curves obtained. 

DISCUSSION 

From Table IT, giving details of the survival times of Polycelis in solutions of 
glucose of concentrations 0.2 u to 2.0 m, and of sodium chloride of concentra- 
tions 0.2 N to 2.0 N, it is clear that similar concentrations of glucose and of 
sodium chloride do not show comparable toxicities, the values for sodium 
chloride being much higher than those for glucose. The resemblance of the 
survival times for the two solutes is closer however (although by no means 
complete) if solutions of comparable osmotic pressures are compared. Since, 
for each solute, concentrations below 0.2 ii were non-lethal, it seems logical to 
conclude that the toxicity of these solutions is due mainly to their osmotic with- 
drawal of water from the organisms. Jones (1937) also concluded that the 
lethal effect of sodium chloride to Polycelis “is primarily due to withdrawal of 
water from the body.” 

In Fig. 1, where the logarithms of the survival times are plotted against the 
logarithms of the concentrations of each of the toxic solutions and mixtures used, 
it can be seen that the logarithmic curves for both glucose and sodium chloride 
are linear. In each case, over the whole concentration range, the survival time 
bears to the concentration a constant relationship given by the expression t — 
Kcp. Both glucose and sodium chloride exhibit a simplex toxicity, the same 
fundamental toxic process bemg operative over the whole lethal concentration 
range, a fact which is in keeping with the earlier assumption that the lethal 
effect of both solutes is almost purely osmotic. This generalisation is but little 
affected by the fact, evident from Table II, that sodium chloride solutions al- 
though killing mainly in virtue of their osmotic effect are somewhat more toxic 
than glucose solutions of comparable osmotic pressures. 

Comparison of Tables I and V shows further, that the adjustment of hypo- 
tonic copper nitrate solutions to approximate isotomcity by the addition of 
glucose caused no change in the toxicity of these solutions as compared with 
their normal toxicity. It is clear from this that the osmotic water intake which 
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characterises these hypotonic solutions does not, therefore, change their lethal 
effect which must be due solely to the presence of the copper salt. 

The plot log t/log c in copper mtrate solutions given in Fig. 1 agrees with that 
in Paper I in being duplex, with two linear sections merging at the concentration 
0.11 N. Evident^, if the factor responsible for the relatively high toxicity of 
the hypertonic solutions were to be eliminated, or alternatively controlled by 
maintaining its effect at a constant level in each concentration, this logarithmic 
survival curve would become simplex in character; i.e., it would be a straight 



Fig. 1. Logarithmic survival curves for Polycelis nigra in solutions of glucose; 
sodium chloride; copper nitrate; and of copper nitrate + glucose and copper nitrate + 
sodium chloride mixtures made up to have an osmotic pressure of 14 atmospheres. 
Temperature = 23°C. 

line with a constant relationship between the survival time and the concentra- 
tion for each concentration, as in the case of glucose and sodium chloride. 

The remaining curves in Fig. 1 depict logarithmically the relationship i/c in 
copper nitrate solutions of the same concentration range as that already dis- 
cussed but with the osmotic pressures controlled at a constant value as described 
previously — in the one case by glucose, in the other by sodium chloride. It is 
immediately clear that control of the osmotic factor has not eliminated 
the duplex nature of the toxicity, for each of these curves is again composed of 
two sections. From this result it is quite evident that whereas hypertonic cop- 
per nitrate solutions are more toxic than would be expected from consideration 
of the toxicity of hypotonic solutions, this greater degree of toxicity cannot be 
due to the osmotic withdra-n-al of water which characterises these solutions. 
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This conclusion is home out hy the fact that the order of toxicity due to osmosis 
(as instanced in Table H) is far too small to account for the great increase of 
toxicity displayed by the hj^jertonic copper nitrate solutions. This latter is 
important in that it rules out any possibility that the present findings might be 
invalidated by the fact that mixtures of solutes do not always display a total 
osmotic effect equivalent to the sum of their separate effects. 

Since it has already been shown that the osmotic water intake found in the 
hypotonic solutions does not affect the survival times it must be concluded that 
osmosis is not an important factor in the duplex toxicity of copper nitrate solu- 
tions, despite the fact that the change in the degree of toxicity corresponds 
closely with the change from hypotonic to hypertonic solutions. 

It was shown earlier that duplex toxicity is by no means confined to 
the present case and it still remains to explain why, in many cases, the toxicity 
of solutions of high concentrations is relatively much greater than would be 
expected from data applying to solutions of low concentrations. The present 
work does no more than prove that the chanp of toxicity in the case of copper 
nitrate is not due to any osmotic effect and, in fact, analysis of the data of other 
workers shows that the change of toxicity need not coincide with the isotonic 
point of the toxic solutions. 

It is possible that the explanation of the phenomenon lies in the field of pro- 
tein chemistry rather than in that of the physical chemistry of solutions, and it 
would certainly be helpful if more data were available concerning the extent of 
absorption of cations and anions by living organisms from high and low concen- 
trations of toxic salts. The literature, however, appears to contain nothing 
that can be directly applied to the present problem, and the scarcity of quanti- 
tative data along these lines makes speculation useless. It can only be em- 
phasised that the factors responsible for duplex toxicity must be identified 
before any approach to an understanding of their working can be even 
moderately successful. 

Quite apart from this problem, it remains to discuss the synergy mentioned 
in the introductory section as having been observed in the course of the inves- 
tigation discussed above. In the course of interpreting the results of the work 
already detailed, it was felt desirable to compare the observed toxicities of the 
mixtures used with their expected toxicities, as calculated from the observed 
toxicity data for each of the solutes. 

Addition of the observed toxicity (i.e. the reciprocal I ft) of any particular 
concentration of copper nitrate to the toxicity of the sodium chloride (or glu- 
cose) concentration used to bring the osmotic pressure of the mixture to the 
standard value of 14 atmospheres, gave the expected toxicity of that particular 
mixture. This was done for all the copper nitrate + sodium chloride and cop- 
per nitrate glucose mixtures used in the above work. In support of the 
general conclusions already outlined, it may be stated that curves plotted from 



40 


TOXICITY OF COPPER NITRATE SOLUTIONS. II 


these calculated data are duplex in t)T)e, conforming with the general features of 
the curves based on the observed results. 

Here, however, the similarity ends. Comparison of the expected toxicities 
of the mixtures with the observed values showed that, in general, the mixtures 
were far more toxic than would be expected from consideration of the separate 
toxicities of the components. This is shown by Table VI where it may be seen 
that the observed toxicity of a mixture may be as much as twelve times its 
expected value. 

In both series of mixtures, at each extreme of the copper nitrate concentration 
range, where the toxic effect of one solute is small relative to that of the other, 


TABLE VI 


Illustrating the Synergy Observed in Copper Nitrate + Glucose and in Copper Nitrate + Sodium 

Chloride Mixtures 


Concentration c 

Toxicity lOOO/t 

Ratio 
Tox. obs. 
Tox. exp. 

Concentration c 

Toxicity IDOO/t 

Ratio 

Tox. obs. 
Tox. exp. 



Ob- 

served 

Ex- 

pected 

Cu(NOi)j 

NaCI 

Ob- 

served 

Ex- 

pected 

0.5 

Af 

4672 

4348 

1.09 


N 



' 1.02 

0.4 

0.104 

2837 

3334 


0.4 

0.055 

3077 


0.92 

0.3 

0.21 

1613 

1254 

1.29 

0.3 

0.113 

1852 

1254 

1.48 

0.2 

0.32 

714 

168 

4.24 

0.2 

0.175 

1491 

170.2 

8.70 

0.14 

0.39 

485 

80 

6.50 

0.14 

0.215 

1000 

84.4 

11.85 

0.10 

0.44 

187 

68 

2.74 

0.10 

0.245 

444 

75.5 

5.88 

0.05 

0.50 

89 

51 

1.74 

0.05 

0.280 

200 

63.4 

3.15 

0.01 

0.553 

72.7 

38.2 

1.90 

0.01 

0.30 

133.3 

51.1 

2.61 

0.005 

0.558 

48 

34.8 

1.66 

0.005 

0,305 

90.9 

49.7 

1.85 

0.001 

0.563 

41.6 

29.7 

1.40 

0.001 

0.310 

71.4 

45.8 

1.56 

0.0005 

0.564 

33 

29 

1.14 

0.0005 

0.312 

50 

45.2 

1.11 

0.0001 

0.564 

22.2 

27.3 

0.81 

0.0001 

0.312 

50 

43.5 

1.15 


the divergence of the observed from the expected toxicity is negligible. Where, 
however, the concentrations are such that both components of the mixtures are 
exerting a more equal toxic effect, the ratio of the observed to the expected 
toxicity is much greater than unity. The degree of divergence is so marked as 
to be well beyond the limit of experimental error, and the only possible explana- 
tion is that the mixtures display a marked degree of synergy. 

It would be of little advantage at this stage to attempt to discuss the basis of 
this synergic effect— the phenomenon is not one which the original experiments 
were designed to bring to light and clearly, further work is called for 
along this line. Modern theories of the behaviour of electrolytes in solution 
provide for anomalous behaviour in the case of strong solutions or mixtures of 
electrolytes and electrolyte non-electrolyte mixtures, but the order of such 
anomalies is in no way comparable with the twelvefold increase of toxicity ob- 
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served for one of the mixtures used in this work. The present contribution 
must content itself with recording this case of synergy and must leave the ques- 
tion of explanation until it can be accompanied by further data. 

SUMMARY 

The estimation of the number of variables operating in cases of toxic action 
tow’ard living organisms is discussed. The toxicity of glucose, sodium chloride, 
and copper nitrate solutions to Polycelis nigra has been investigated and also 
that of copper nitrate solutions whose osmotic pressure was adjusted to a con- 
stant level by the addition of glucose or of sodium chloride. 

It is shown that hypertonic solutions of copper nitrate are abnormally toxic 
but that the osmotic variable is not the factor responsible for this abnormally 
high toxicity. The lack of data which might elucidate such problems is in- 
dicated. 

During the course of this work it was observed that mixed solutions of copper 
nitrate + sodium chloride and copper nitrate -f- glucose exhibit toxicities 
greater than those expected from consideration of the separate toxicities of the 
components of the mixtures. 

The author is deeply indebted to Professor R. D. Laurie, M.A., and Professor 
T. C. James, D.Sc., of the Zoology and Chemistry Departments of the Univer- 
sity College of Wales, and to Professor W. Stiles, F.R.S., of the University of 
Birmingham Botany Department for their interest and help in this problem. 
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EFFECTS OF HYDROXYL ON NEGATIVE AND POSITIVE 
CELLS OF NITELLA 

By W. J. V. OSTERHOUT 

{From the Laboratories of T he Rockefeller Institute for Medical Research) 
(Received for publication, May 1, 1945) 

As OH“ has unique properties its action on protoplasm is of especial interest. 

There appears to be little change in the potential of Nitella when the external 
pH is raised from 5 to 9 but interesting results are obtained by applying 0.01 
U NaOH or KOH. The effects are reversible if the exposure is not too pro- 
longed.^ 

With KOH we find* that with some cells the more dilute solution is positive 
to the more concentrated'solution (positive cells) but with others the more 
dilute solution is negative (negative cells): the latter can be converted to the 
former by sufficient exposure to KOH. 

This might be accounted for on the ground that the protoplasm contains 
an organic acid which makes the cell negative and which is dissolved out by 
KOH. 

*The application of 0.01 uNaOH or KOH was not toxic if the exposure did not 
exceed 20 minutes and the same cell could be used in further experiments on subsequent 
days. It should be remembered that only a small portion of the cell (about 2 cm.) 
was covered by the reagent. When the whole cell was covered the effect was greater 
but when cells were entirely submerged In 0.01 M NaOH half the cells lived 6 hours 
and in 0,01 m KOH 4 hours. 

* The cells, after being freed from neighboring cells, stood in the laboratory at 1S*C. 
± l^C. in Solution A (c/. Osterhout, W. J. V., and Hill, S. E., /. Gen. Physiol.^ 1933-34, 
17, 87) for several days. 

The measurements were made on Nitella flexilis, Ag., using the technique described 
in former papers (Hill, S. E., and Osterhout, W. J. V., /. Gen. Physiol., 1937-38, 
21, 541). Temperature 2(1-26®C, Regarding the amplifier see the reference just 
cited. 

Two spots on the cell, A and B, were connected to a spot C through a recording 
galvanometer. At the end of the experiment, A, B, and C were killed (in this order) 
by applying chloroform, which reduced the pj>. at each spot to zero. During the 
experiments the solutions at A and C were changed but at B the solution was not 
disturbed: this was a relatively dilute solution. 

It was then possible to ascertain the total potential across the protoplasm at A 
and B at any previous point on the rerord on the assumption that C had remained 
constant up to that point (or by correcting for any change). If C had changed the 
amount of alteration could be measured because it would appear as a simultaneous 
change at A and B (in the same direction at both). 
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We find that under certain conditions the mobility of OH~ may be inter- 
mediate between that of K+ and Na+: hence the protoplasmic surface cannot 
be a pore system for in such a structure all cations must have a higher mobility 
than all anions or vice versa. 

We may now consider some important measurements and their significance. 

Concentration Effect of NaOE . — ^Measurements of the concentration effect 
were made in order to calculate the relative mobilities of the ions in the outer 
protoplasmic surface. This surface may be called X for convenience. 

When 0.001 M NaOH in contact with Niiella is replaced by 0.01 M NaOH 
the P.D. becomes more positive.® This indicates that the mobility of OH“ in X 
is greater than that of Na+. In this respect OH“ differs from the anions 
mentioned in previous studies on Niiella since they have in all cases had lower 


xnS.»v-. 



Fig. 1. Diagram of circuit in a negative cell when A is in contact ^th a concen- 
trated solution of KOH and C is in contact with a more dilute solution of KOH. The 
diffusion potential in the cellulose wall is Ev> and that in the protoplasm is Ep. The 
resistance in the cellulose wall is i2«, and that in the protoplasm and sap is Rps. 

The direction of the e.m.f, of and of Ep is shown by the small arrows. The 
direction of the current around the circuit is shown by the large feathered arrow. 
The dilute solution is negative in the external circuit: this is true whether Ep is 
greater than Ew or vice versa and hence it does not depend on the direction of the large 
feathered arrow. 

mobilities^ than Na+. As already stated, there is ground for thinking that X 
contains an acid; this we may call IL4 and assume that the entering NaOH 
may be changed to NaA by the reaction NaOH IL4 = Na^ -}- HjO. Hence 
we may be dealing chiefly with rather than with Vqh iu X. It is, however, 
more convenient to speak of Uqh with the understanding that it includes v^ 
and this will be done in the subsequent discussion. 

When the cell is in contact with 0.001 si NaOH at two spots, A and C, the 
diffusion potentials in X at .4 and C are equal and opposite and the p.d, between 
these spots is zero or nearly so. After allowing several minutes for diffusion 
to occur in X and in the cellulose w'all we replace 0.001 M NaOH at A by 0.01 
M NaOH and thus increase the diffusion potentials at A. The increase in X 

* The potential is called positive when the positive current tends to flow from the 
sap across the protoplasm to the external solution. 

« Osterhout, W. J. V., J. Gen. Physiol., 1929-30, 13, 715. 
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may be called Ep and that in the cellulose wall Ee, We may assume that the 
new concentration gradient in the cellulose wall is between 0.01 ii and 0.001 
M NaOH and that in X is between S (0.01 m) NaOH and S (0.001 m) NaOH, 
where S is the partition coefiBcient of NaOH.^ 

A simplified diagram of the electrical circuit is shown in Fig. 1. The only 
potentials which appear in the diagram arc and Ep, both of which may be 
regarded as located at A. The potentials at other places may be supposed 
to cancel out. 

The current 1 is given by ' 


Fp *** Eo 
+ Rpt 


( 1 ) 


Here is the resistance in the cellulose wall and Xj>« that in the protoplasm 
and sap. 


For the p.d. between A and C we have 


P.D. ^ Ep — IRp» 

By substitution and rearrangement we obtain from (1) and (2) 

Ep Rta ~f' Eg Rpt 

Rv + Rpt 


( 2 ) 


(3) 


On the basis of rough calculations we assume that Ru Rpt ^ 11. This 
IS a larger value than is indicated by the experiments of Blinks® but in the 
present case there were two regions between A and C where the cell was sur- 
rounded by air (to prevent short-drcuiting). This gave an opportunity for 
the cell wall to dry out which would cause the salts in the cellulose wall to 
move‘s into X thus increasing the resistance of the cellulose wall and decreasing 
that of X, The cellulose wall between A and C was imbibed with tap water 
or with Solution A. 

If we assume a lower value for Rv, '5- Rpt the calculated value of the con- 
centration effects of NaOH and of K.OH may become unduly high. 

Since absolute values are not needed we may write = 11 and Rpt — 1. 

Taking the ionic mobilities in water as proportional to ionic conductivities 
we may write® for 25®C. * 50.1 and Von = 198. Assuming that these 


» Osterhout, W. J. V., J. Gen. Rhysiol.^ 1943-44, 27, 91. In calculations we employ 
the activity partition coeffident which is constant. 

•Blinks, L. R., 7. Gen. Physiol, 1929-30, 13, 495. 

’ This is not only by simple diffusion but also by the forces which cause salts to 
move in and reach a higher concentration inside than outside. 

• See Madnnes, D. A., The prindples of electrochemistry, New York, Reinhold 
Publishing Corporation, 1939, p. 342. 



48 


EITECTS OF HYDROXin. ON CELLS OE NITELLA 


whence Ep = 52.5. 

For the mobilities in X we have 


52.5 = S9 


— PqH 
«K + I'OH 



Proceeding as with NaOH for mobilities in X, we obtain fon = 17.2. 
■ Concentratio7i Effects of NaCl and of KCl . — Here the dilute solution is always 
positive indicating that tici is less than «Na or Taking, as before, the ionic 



Fig. 2. Diagram of circuit in a positive cell when A is in contact with a concen- 
trated solution of KOH and C is in contact with a more dilute solution of KOH. The 
diffusion potential in the cellulose wall is Eu, and that in the protoplasm is Ep. The 
resistance in the cellulose wall is and that in the protoplasm and sap is Rps. 

The direction of the e. m. r. of Ew and of Ep is shown by the small arrows. The 
direction of the current around the circuit is shown by the large feathered arrow. The 
dilute solution is positive in the external circuit. This is true only when EpR„ > 
EioRp$ for when the p.d. is zero we have 

Ep Rk—Ek Rpi 

V. D.=0= — . 

Rts + Rpt 


0 = Ep Ra — Eu, Rp, 
Ep R„ = Eu: Rpi 


mobilities as proportional to the ionic conductivities we may write (at 2S°C.) 
for Ea in the case of NaCl. 

76.3 - 50.1 0.01(0 .90) 

^ ~ ^^76.3 + 50.1 *’^0.001(0.99) 

= 11.7 mv. 

Replacing 0.01 M NaCl by 0.01 ii NaCl gives a change in a negative di- 
rection of 29 mv. 

Hence we have 

_ £p(ll) - 11.7 
11 + 1 

whence Ep = 32.7. 

For the mobilities in X we obtain «Nti I’m = 3.5. 
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The concentration effect of KCl resembles, tint of NaCl in that the dilute 
solution IS always positive so that is greater than ici no matter whether 
we have negative cells, where Iqu > «k» or positive cells, where «k > ton 
On replacing 0 01 m KCl by 0 001 m KCl the change for a typical lot of cells 
was 39 mv Taking, as before, ionic mobilities m water as proportional to 
ionic conductivities we maj write (for 25°C) 

E .^ ^63 - 735 001 ( 090 ) 

" 76 3 + 73 5 '*^“ 0 001(0 99 ) 

= 11 mv 


We therefore have 

,, £p(n) - 1 1 

n + i 

whence = 42 6 

We then obtain «k — tci = 6 2 We have alread> found (p 48) that m 
positive cells «k “ ^oh - 17 2 and if the value of ion is constant it would 
seem that tci is greater than ton, but in that case we should expect a change 
in a negative direction when 0 01 m KCl is replaced b> 0 01 11 KOH The 
fact that this does not alw avs happen in positive cells may be due to differences 
m the partition coefficients, 5 kci and 5Kon 
Change from Ncgatnc lo Posilne Behavior and Vice Versa — ^Negative cells 
may become positive under the influence of KOH An example is shown m 
Tig 3 At the start the recorded spot, ^1, was in contact with 0 001 m KOH 
with a p n of 90 mv When 0 001 m KOH was replaced by 0 01 11 KOH the 
PI? changed m a positive direction to the extent of 50 mv' and the spot was 
clearly negative, i e , dilute solution negative in contact with KOH 

When 0 01 M KOH was replaced by 0 001 M KOH the curve moved up- 
ward slowly for a time and then rose abruptlj , this was apparently ac- 
companied by an action current, as often happens’^ when there is a decided 
slow rise 

The next change was from 0 001 m to 0 01 vr KOH, causing a change m a 
negative direction of 40 luv The cell had now become positive (i c , with 
dilute solution positive in contact with KOH) This is verified by the ne\t 
change from 0 01 m to 0 001 vi KOH which produced a change of 40 mv m a 
positive direction The spot continued to behave as positive throughout all 
the subsequent changes of solutions (not shown m the figure) 

Another example is seen in Tig 4 The recorded spot showed a change of 
160 mv in a positive direction when 0 01 m KCl was replaced by 0 01 m KOH 
hence ton > «k standing m KOH the curve rose to a little above zero 
showing that the spot had changed and the effect of KOH had become practi- 

” Blinks, L R,/ Gen P/iyjfo/ , 1936-37, 20, 229. Hill, S E , and Osterhout, 
W J V , / Gen Physiol , 1937-38, 21, 541. 
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before the experiment was performed. 
Time marks 15 seconds apart. 
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caliy the same as that of KCl so that «k > ton (just as Kk > tci), and the cell 
had become posilue, as seen in subsequent changes (not shown m the hgure) 
from 0 01 M to 0 001 M KOH and xicc tersa 



Fig 4 Record of a spot whose bohaMor changed under the influence of KOH 
At the start the order of mobilities was ton > «k > tci tliat when 0 01 KCl was 
replaced by 0 01 u KOH the r d changed m a positi\ c direction 

The recorded ^pot was connected through the recording gaUanometer to another 
spot C m contact with 0 01 m KCl which kept its p d constant approximatclj at zero 
At first A was m contact with 0 01 M KCl with its rn near zero When 
001 ir KCl was rcmo\ed «o that the spot was out of the clectncal circuit, the 
curve jumped to F, the free grid potential of the amplifier W^hen 0 01 m KCl was 
replaced by 0 01 m KOH the p n changed m a posUiv e direction to the extent of 160 
mv Ou standing m KOH the curve rose, show mg that the value of vou — «k. 
becoming smaller ton became kss than «k. so that when 0 01 si KOH was replaced 
by 0 001 SI KOH (not shown in the figure) the change of f d was m a positive direction 
Hence the spot had become positive 

The ri«;c of the curve in the figure was not due to injurv this was shown b> its 
subsequent behavior (not shovNn here) 

Regarding changes m the value of ton «KSce p 52 

The cell was freed from neighboring cells and kept in Solution A for 4 davs at 
1S®C ± 1®C The temperature was raised to 25®C an hour before the experiment 
was started 

Time marks 15 seconds apart 

To cliange negative to positive behavior (as judged bj the concentration 
effect of KOH) usually requires an exposure to 0 01 M KOH of from 2 to 5 
minutes or a longer exposure to 0 01 At NaOH Such an alteration signifies 
that the order of mobilities m X has changed from ton > »k to »k > ton 
After such an exposure to 0 01 m KOH we find that the order ton > has 
been changed to ik„ > ton but this change is not produced b> exposure to 
0 01 it NaOH although the value of ton — (or of Xv.on ” •S'nsci) ma} be 
somewhat lessened, as shown b> the behavior of the curve, for when 0 001 m 
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NaOH is replaced by 0.01 m NaOH the curve drops sharply (like the curve 
in Fig. 4 when 0.001 m KOH was replaced by 0.01 M KOH) and later may 
rise slowly to the extent of 30 mv. 

It would appear that exposure to 0.01 m KOH can lessen the value of Vqh 
and change the order Vqu > Kk, «Na to iIk, > ^' 0 H and exposure to 0.01 u 
NaOH can change the order to 7% > Vqu > «Na but not to 77 k, > ^oh- 

In other words, the concentration effect of KOH can be reversed by KOH and 
by NaOH but to reverse the concentration effect of NaOFI requires exposure 
to KOH. We also find in some cases 77k > J'oii > so that a spot may have 
the concentration effect of KOH reversed but not that of NaOH. Such a 
spot shows dilute solution positive if tested with KOH but dilute solution 
negative if tested with NaOH. 

It is of interest to note that if the cell is originally negative we can change 
any part to positive by exposure to KOH while the untreated part remains 
negative. 

This might be explained on the ground that the apparent high mobility of 
Dqh is in reality due to the high mobility of A~, the anion of a fatty acid HA 
in X as previously mentioned (p. 43), on the assumption that KOH entering 
X combines with H/l according to the reaction KOH + H.4 = KA + H 2 O. 

It is possible that the acid HA is dissolved out more rapidly by KOH than 
by NaOH as is the case with the fatty acids in ordinary soaps where the potas- 
sium soap is much more soluble in water than the sodium soap. 

There can be little doubt that the cell produces organic acids, including fatty 
acids, and it therefore seems possible that after the cell has been made positive 
by dissolving out some fatty acid it might become negative again owing to 
further production of acid. A few cases have been observed in which the cell 
after being transformed from negative to positive afterward became negative 
again. 

It also seems possible that the anion with the high mobility is really OH“ 
at least in part or that the mobility of OH~ is greater when HA is present. 

Concentration Effects in Relation to Pore Structure. — Positive cells show a 
change in a positive direction when 0.01 ai KOH is replaced by 0.001 ai KOH 
(dilute solution positive). Hence 77 k > ^h- 

These same individual cells may show a change in a negative direction when 
0.01 At NaOH is replaced by 0.001 ai NaOH (dilute solution negative). Hence 

®OH > I7Na- 

Hence we have 77 k > ^011 > ^Na- This shows that the outer protoplasmic 
surface cannot be a pore system for in such a system all cations must have a 
greater mobility than all anions and vice versa. 

Chemical Effects.- — Of importance also are chemical effects; i.e., changes due 
to replacement of one compound by another. When 0.01 ai NaCl is replaced 
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by 0.01 M NaOH the p.d. becomes more positive. Tlie average value^^ in one 
lot o! cells was 120.'° In another lot it was 89. 

If we calculate partition coefficients by means of Henderson’s equation, as 
in former papers,'* we obtain a high value for5NooH (the concentration of NaOH 
in X divided by that in the external solution) but as this involves mobilities 
which may not be constant in cells exposed to OH the quantitative significance 
of ^Ntton is doubtful. A -high value for is not surprising if X contains 
an organic acid as will appear later (p. 54). 

Let us now consider similar experiments with KOH. With negative cells 
(where the dilute solution is negative with KOH) we find that replacement of 
0.01 ii KCl by 0.01 m KOH gives a change in a positive direction of 145 mvM 

Although it is not feasible to calculate the partition coefficient of KOH 
(because mobilities are not constant) it is evident that it is greater than that 
of KCI. For when 0.01 u KCl is replaced by 0.01 m KOH the change in p.n. 
occurs promptly but when the opposite change is made the alteration of P.D. 
is very slow. Similar considerations apply to NaCl and NaOH. 

When we turn to positive cells (which show dilute solution positive Nvith 
KOH) we see a different picture. On replacing 0.01 m KCl by 0.01 u KOH 
the change in p.d, is small and may be in a positive or in a negative direction. 
It would thus appear that the effects of KCl resemble those of KOH in these 
cells. 

IVhen 0.01 u NaCl is replaced by 0.01 M KOH wc might expect a change in 
a negative direction (since is greater than «sa) unless the value of Hon is 
so much greater than that of as to produce a change in a positive direction. 
We that in negative ceils the change is altrays in a positive dJcectien np 
to 150 mv.'° In positive cells it is in a negative direction (up to 50 mv.). 

T/ic InHuence of OH~ on the Total Potential and on the Potassium Effect.-— 
When a cell in contact uith 0.01 ii NaCl is e.xposed for a time to KOH (or in 
some cases to NaOH) and again placed in contact with 0.01 m NaCl it may be 
found that the potential has increased by an amount varying from 10 to 80 
mv. An increase in the potassium effect is often observed after e.\posurc to 
OH”. (The potassium effect is the change in a positive direction observ'ed 
when 0.01 m KCl is replaced by 0.01 m NaCl.'*) 

»In many cases the process was reversible (see footnote 10). 

“ Regarding partition coefficients see Hill, S. E., and Osterhout, W. J. V., Proc. Nat. 
Acad. Sc., 1938, 24, 312; Osterhout, W. J. V., J. Gen. Physiol., 1939^0, 23, 17l ; Some 
models of protoplasmic surfaces, in Cold Spring Harbor symposia on quantitative 
biology, Cold Spring Harbor, Long Island Biological Association, 1940, 8, 51. 

Osterhout, W. J. V., /. Gen. Physiol., 1929-30, 13, 715; 1939-40, 23, 429; 1944-45, 
28, 23. 
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DISCUSSION 

The relatively high mobility of OH~ in X in negative cells is very striking. 
We find that in such ceils the apparent value of vqe Um is 4.2 (p. 46) and 
the value of Vqs -i- Mk is 7.8 (p. 47). 

This might be explained on the ground that X contains a weak organic 
acid, possibly a fatty acid, which tends to raise the value of Dqh, perhaps in 
the same way that guaiacol raises the mobility of certain ions in X.^^ Further- 
more, if an acid IL4 is present so that KOH entering X reacts to form KA and 
if Vji has a high value this would have the same effect as if Von had a high value: 
hence the apparent high value of ®oh may include the value of as already 
stated (p. 44). This would imply that > «k, «Na but this might 
be explained on the ground that in place of K+ and Na+ in X we have complex 
ions of the t3rpe KXi, KXn, etc., as assumed by Kraus and by Fuoss.*® 

We find that on standing in KOH the apparent value of Dqh falls off (p. 51); 
this does not happen to the same extent with NaOH (p. 49). This suggests 
an analogy with ordinary soaps where the fatty acids are more rapidly washed 
out by KOH than by NaOH. On this basis we might expect the fatty acid 
to dissolve out and lower the apparent value of Vqb. much more rapidly in KOH 
than in NaOH. 

If X contains an acid it is not surprising that the partition coefficients for 
NaOH and for KOH appear to be high (p. 53). An analogy is found, for 
example, when Ba(OH)2 is shaken with isoamyl alcohol and only a small amount 
of barium enters but when 0.01 M oleic acid is added to the isoamyl alcohol 
a relatively large amount of barium is taken up, as shown in a previous paper.^® 
In our calculations we have considered only the partition coefficients of NaOH 
and KOH but it is evident that we have to do also with NaA and Kd if an 
acid, H4, is present in X. 

It has been found necessary to assume the presence of an acid in X to account 
for the rate of entrance of NHa^® and of guanidine*^ into Valoiiia. 

Furthermore, the fact that basic dyes readily penetrate X while acid dyes 
do not may be taken to indicate the acid nature of X. 

The presence of a fatty acid in X might explain the increased resistance 
observed by Blinks^^ in Valonia after the application of acetic acid. A model 

” Osterhout, W. J. V., J. Gen. Physiol., 1939-40, 23, 171, 749. 

” C/. Kraus, C. A., Tr. Elecirockem. Soc., 1934, 66, 179. Fuoss, R. M., Chem. Rev., 
1935, 17, 27. 

” Hill, S. E., and Osterhout, W. J. V., J. Gett. Physiol,, 1937-38, 21, SS3 (footnote 
29). 

Osterhout, W. J. V., Proc. Nat. Acad. Sc., 1935, 21, 125. 

« Jacques, A. G., Proc. Nat. Acad. Sc., 1935, 21, 488. 

“Blinks, L. R., The relations of bioelectric phenomena to ionic permeability and 
to metabohsm in large plant cells, in Cold Spring Harbor s 3 Tnposia on quantitative 
biology, Cold Spring Harbor, Long Island Biological Association, 1940, 8, 204. 
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of this has been constructed by applying acetic acid to a layer of soap which 
sets free oleic acid and thus increases the resistance.^ 

The fact that KOH is more effective than NaOH in changing the behavior 
of the protoplasm falls in line with other observations. Cells live longer^* in 
0.01 it NaCl than in 0.01 si KCl. 

Retiuming now to Fig. 4 it may be said that it shows a general resemblance 
to the curves produced by other reagents in Valonia and in Nilella. But 
these do not seem to depend on the same factors as the curve in Fig. 4. For 
example, the application of guaiacol to Valonia causes the curve to fall and 
then rise, and leaves the cell in an altered state.^ But guaiacol does not 
produce such effects in Nilella?^ Somewhat similar curves are produced in 
Valonia by aniline,*’ benzene,** nitrobenzene,** and hexylresorcinol.** The 
curves in Figs. 3 and 4 resemble somewhat those obtained by applying KCl 
plus formaldehyde’* or plus mercuric chloride** where the value of Pr (poten- 
tial at X) at the start is equal to that of (potential at F, the inner pro- 
toplasnuc surface) and jP* falls off at the start more rapidly than Py. Since 
this is not the case with Figs. 3 and 4 of this paper the resemblance cannot 
be regarded as significant. In all these cases the underlying causes may be 
quite different from those involved in Figs. 3 and 4 of this paper. 

It might be suggested that the change from negative to positive cells under 
the influence of OH" is due to a shift whereby an ampholyte in X passes to 
the opposite side of the isoelectric point. Whether this is the case must 
remain undecided for the present. 

One of the most interesting effects of KOH is the change from ron > 
to «K > foH > which, US already stated (p. 52), shows that in this 
case the protoplasmic surface is not a pore structure. It has been found that 
in Valonia?^ and in Ealicysli^^ the normal order is Uk. > I’ci > s^nd this 
can be changed to > t’ci > in Valonia^ by guaiacol.” 

The observations reported in this paper indicate that the protoplasmic 
surface in Nilella is acid in nature and that it is not a pore system. 

n Osterhout, W. J. V., Some models of protoplasmic surfaces, in Cold Spring Harbo^ 
s 3 Tnposia on quantitative biology. Cold Spring Harbor, Long Island Biological 
Association, 1940, 8, 51. 

** Unpublished results. 

Osterhout, W. J. V., J. Gen. Physiol.f 1936-37, 20, 13, 685. 

>» Osterhout, W. J. V., J. Gen. Pkysiol., 1938-39, 22, 417; 1939^0, 23, 171, 749. 

« Osterhout, W. J. V., J. Cell, and Comp. Physiol, 1941, 18, 129. 

Osterhout, W. J. V., J. Gen. Physiol, 1940-41, 24, 699. 

« Osterhout, W. J. V., /. Gen. Pkysiol, 1940-41, 24, 311. 

“Damon, E. B., J. Gen. Physiol, 1938-39, 22, 819. 

« Osterhout, W. J. V., J. Gen. Physiol, 1939-40, 23, 53. 

“Osterhout, W. J. V., J. Gen. Physiol, 1936-37, 20, 13. 

** Guaiacol can change t'ci > to ttjja > ^ci 1° Balicyslis (Osterhout, W 
/. Gen. Pkysiol, 1937-38, 21, 707). 
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I wish to thank Mr. Harry Bodner for the care and skill he has shown in earring 
out these experiments. 


SUMMARY 

Remarkable changes are brought about by KOH in transforming negative 
cells of Nitella (showing dilute solution negative with KOH) to positive cells 
(showing dilute solution positive with KOH). NaOH is less effective as a 
transforming agent. 

This might be explained on the ground that the protoplasm contains an 
acid (possibly a fatty acid) which makes the cell negative and which is dis- 
solved out more rapidly by KOH than by NaOH, as happens with the fatty 
acids in ordinary soaps. 

Part of a negative cell can be changed to positive by exposure to KOH while 
the untreated portion remains negative. 

After exposure to KOH the potential the protoplasm has when in contact with 
NaCl may increase. At the same time there may be an increase in the po- 
tassium effect; i.e., in the change of p.d. in a positive direction observed when 
0.01 M KCl is replaced by 0.01 m NaCl. 

In some cases the order of ionic mobilities is «k > i'oh > This shows 
that the protoplasmic surface cannot be a pore system: for in such a system 
all cations must have greater mobilities than all anions or vice versa. 



THE ACCELERATION OF SAPONIN HEMOLYSIS 
BY PROFLAVINE 

By H. BRUCE COLLIER 

(From the Department of Biochemistry, Dalhousie University, Halifax, N.S.) 

Plate 1 

(Received for publication, July 16, 1945) 

The observation that derivatives of phenothiazine accelerate hemolysis 
of horse erythrocytes by saponin and by lysolecithin (Collier and Allen, 1942 b) 
led to the suggestion that the acridine antiseptics, such as acriflavine and 
proflavine, might show similar properties. There are very few references in 
the literature to the effect of these compounds upon erythrocytes. Fl emin g 
(1917) reported an agglutination of human red cells by acrifiavine, and Bohland 
(1919) claimed that intravenous injection of trypaflavine brought about a 
reduction in the er 3 rthro(yte count. Meleney and Zau (1925) found that 
injection of acriflavme into rabbits had no effect upon the red cell count or 
fragility; in vitro, however, a marked increase in hypotonic fragility was 
produced. 

The present investigation demonstrates that proflavine powerfully accelerates 
hemolysis of rabbit, human, and dog cells by saponin. Hemolysis by lysoleci- 
thin is, on the other hand, slightly inhibited. It was not possible to investigate 
the effect on oleate or bile salt hemol 5 rsis, as these lysms formed precipitates 
with the drug. 



FroSavine 


Methods 

The acridine antiseptics used were proflavine B.D.H.* (3,6-diaminoacridine 
sulfate, Chem. Ahsir. system) and euflavine B.D.H.^ (neutral acriflavine, a 
partially A-methylated diaminoacridine). In preliminary experiments these 
two drugs appeared to give identical results; consequently all subsequent 
experiments were carried out with proflavine alone. 

The accelerating or inhibiting effect of these compounds on hemolysis was 
measured by the method of Ponder (1934) which involves the construction 
of time-dilution curves, and the determination of R, the ratio of dilutions 
giving the same degree of hemolysis in treated and untreated samples. The 

^ British Drug Houses. 
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R values reported below were determined from 10 minute dilutions in all 
cases, but were found to be virtually constant at various intervals up to 10 
minutes. 

The actual conditions for hemolysis and method of measurement were those 
described by Wilbur and Collier (1943). Erythrocytes from defibrinated 
blood were washed three times with buffered saline, pH 7.4, and made up to 
1 : 250 dilution in the same saline. Hemolysis was followed photoelectricaUy, 
at a temperature of 22-23° C., and 50 per cent hemolysis was talsen as the 
end-point.2 


RESULTS 

Rabbit Erythrocytes. — ^Time-dilution curves were obtained with suspensions 
of rabbit erythrocytes in buffered saline and in the saline containing proflavine 
at a concentration of 2 X 10“^ M (about 1:15,000), the cell suspension being 
added to the proflavine solution immediately before the determination. 

The results of a typical experiment are illustrated in Text-fig. 1, from which 
it is seen that saponin hemolysis is very strongly accelerated, whereas the 
action of lysolecithin is slightly inhibited. (Under the conditions of the experi- 
ment proflavine alone, in the absence of lysin, caused no hemolysis or shape 
change in the cells.) In experiments on blood from four animals the average 
R value for saponin hemolysis was 0.48 ± 0.01. The mfllimolar acceleration 

constant, A = , (Ponder and Hyman, 1939) is therefore about 2.6. 

c 

The R value for lysolecithin hemolysis was 1,11 ± 0.03. 

In order to make comparison with a substance of known accelerating action 
a parallel experiment was carried out with indole (Eimer and Amend) at 10~® M 
concentration. The values thus obtained were: 

Saponin, R = 0.85; A = 0.15 
Lysolecithin, R = 0.90; A = 0.10. 

Ponder (1941) using saponin and indole obtained an R value of 0.32; his 
determinations were, however, carried out at 25° C. in unbuffered saline. 

Ruman Erythrocytes . — Cells from two specimens of human blood were tested 
as described above, with essentially similar results. The proflavine alone 
caused no hemolysis or shape changes. For saponin the R values were 0.62, 
0.63; A = 1.9. Lysolecithin was slightly inhibited {R = 1.05), the degree of 
inhibition being almost within the limits of experimental error. 

- The photoelectric opacity method for measuring per cent lysis of a cell suspension 
has been justified by a comparison of opacities with cell counts, using very slow 
hemolysis by saponin and by lysolecithin. The two methods agreed within the limits 
of experimental error. Centrifugation and determination of the Hb concentration 
of the supernatant gave results that indicated too high a degree of hemolysis. 
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Dog Erythrocytes . — ^When saponin was added to a suspension of dog cells 
in 2 X 1(1^ IT proflavine it was observed that the opacity of the suspension at 
first increased and then decreased as hemolysis set in. This alteration in 
opacity indicated a change in shape of the erythrocytes, which was confirmed 
by microscopic observation.® 

The changes in dog erythrocytes caused by proflavine are illustrated in 
Fig. 1. The washed cells in buffered saline (glass slide and cover-slip) were 
crenated spheroids with a diameter of about 6 ^ (Fig. 1 a). Five minutes 
after the addition of proflavine the forms seen in Fig. 1 6 were observed. 
Many were V-shaped or X-shaped; others resembled masses of crystals. Of 
especial interest are transitional “hat-shaped” forms with a hemispherical 



Text-Fig. 1. Effect of proflavine, 2 X 10”* m, on hemolysis of rabbit erythrocytes. 
Curve A, saponin, standard curve; curve B, saponin -f proflavine; curve C, lyso- 
lecithin, standard curve; curve D, lysoledthin + proflavine. 

outline upon a rim. After 30 minutes all the cells had changed to rods (Fig. 
1 c) of about 13 p in length and 2 p in width. 

The deformation was apparently not due to a reaction with the cell contents. 
In the presence of saponin similar changes occurred, but loss of hemoglobin 
took place, finally revealing only the faint outline of rod-shaped ghosts. (As 
mentioned above, rabbit and human erythrocytes remained unaltered in shape 
in the presence of proflavine.) Because of these changes in form and in opacity 

* The measurement of opacity of a cell suspension in the photoelectric photometer 
is a sensitive means of detecting shape changes in the erythrocytes. For example, 
addition of saponin to a suspension of rabbit, human, or dog cells gives rise to a 
transitory increase in opacity suggesting disking (Wilbur and Collier, 1943), the 
washed cells being usually crenated spheroids. Under the microscope it was confirmed 
that addition of saponin brought about an initial flattening prior to hemolysis. 
Sodium oleate causes this flattening to a marked degree, while lysoledthin causes 
immediate sphering. 
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it was impossible to measure precisely the accelerating action of proflavine on 
saponin hemolysis of dog erythrocytes. In two experiments apparent R 
values of 0.71 and 0.85 were obtained; the actual acceleration would be greater 
than is represented by these values. 

DISCUSSION 

It has been foirnd that proflavine is a very powerful accelerator of saponin 
hemolysis of the erythrocytes of the rabbit, man, and dog. The acceleration 
constant of 2.6 for rabbit cells is of the same order of magnitude as was obtained 
by Ponder (1939) for the halogen derivatives of benzene and naphthalene, 
and is greater than the constant, 0.7, for indole (Ponder, 1941). 

Lysolecithin hemolysis is not accelerated by proflavine but is actually 
inhibited to a slight degree. This fact appears to offer further evidence that 
saponin and lysolecithin have different mechanisms of lytic action (Wilbur and 
CoUier, 1943). As suggested by Ponder (1941, 1943) the accelerating sub- 
stance almost certainly acts through its effect upon the erythrocyte membrane. 
This alteration in the cell membrane (possibly a stretching or compression of 
the film, or a change in the surfa«e forces, as indicated by shape changes) may 
facilitate or retard the action of a given l 3 ^m, depending upon its mode of 
action. 

A possible explanation of the action of the acridine derivatives is that they 
combine with cephalin, which is a part of the erythrocyte membrane (see 
Ponder, 1943). Chargaff and ZiS (1939) observed that cephalin forms insoluble 
compounds with certain basic dyes; and we have found that proflavine forms 
precipitates with both cephalin and lecithin. 

No explanation can be offered for the peculiar shape changes observed in 
dog erythrocytes in the presence of proflavine. The rod-hke forms resemble 
those observed by Florman and Wintrobe (1938) in cases of ovaIoc 3 d:osis. 
Diggs and Bibb (1939) have described cells found in cases of sickle ceU anemia 
which are somewhat like the proflavine forms. 

It may be of interest to note that the thiazine derivatives and the acridine 
derivatives appear to have the following properties in common: antibacterial 
action; inhibition of cholinesterase (Collier and Allen, 1942 a); acceleration of 
hemolysis (Collier and Allen, 1942 b). 

Addendum . — ^In preliminary experiments with the new antiseptic, 9-ammoacridine, 
supplied through the kindness of Dr. G. J. Martin, Research Director of the National 
Drug Co., Philadelphia, the following results were obtained: — 

There were no shape changes in dog, rabbit, or human erythro(ytes. In hemolysis 
experiments at 2 X 10"^ ii concentration the R values were: saponin — rabbit cells 
0.56, dog cells 0.64; lysolecithin — ^rabbit cells 1.09, dog cells 1.08. The hypotonic 
fragility of rabbit erythrocytes was very slightly increased by the same concentration 
of the drug. 
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SUMMARY 

Proflavine is a very powerful accelerator of saponin hemolysis of rabbit, 
human, and dog erythrocytes. Lysolecithin hemolysis, on the other hand, 
is inhibited. 

Dog eiytlirocytes in the presence of proflavine undergo marked changes in 
shape, finally becoming rods of about 13 p in length. Rabbit and human 
erythrocytes are not altered in form under these conditions. 
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EXPLANATION OF PLATE 1 

Fig. 1. Effect of proflavine on dog erythrocytes, (o) Untreated cells; (b) after 5 
minutes; (c) after 30 minutes. X 330. 
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INTKODrJCTlON 

As a phase of the general study of variation produced by caffeine upon the 
reproductive phenomena in animals, outlined by Cheney (1944), the inhibitory 
influence of this purine compound upon the oxidative processes associated wii 
development is of interest. The data presented are intended to show the rela- 
tive (not absolute) effects of several caffeine concentrations in sea water upon 
the relative consumption values for fertilized Arhacia eggs and its correlation 
with the effect upon cleavage rate. 

Progressive development following fertilization is determined by a chain of 
respirator)' reactions, a system upon which cell division depends and the **ac- 
ti\ity” phase of w-hich is responsible for a considerable (70 to 90 per cent) per- 
centage of the total O 2 consumption of the fertilized egg. Tlie remainder UO to 
30 per cent) of the O 2 consumption involves the "resting" or "basal" system. 
Ball and Meyerhof (1940) indicated the presence of an oxidative enzjTne upon 
which respirator)' inhibitors act in unfertilized Arbacia eggs. Krahl^ Xeltcb,^ 
Neubeck, and Clowes (1941) reported a cytochrome o.xidase enajine, in the- 
fertilized A r6acfa egg, which can oxidize reduced c>*tochrome C. These authors 
demonstrated that this enzyme, when acting with cytochrome C as a substrate, 
is inhibited completely b)' sodium cj-anide or sodium azide, just as these agents 
depress cell diWsion in the fertilized lixing egg. In contrast, the total 

respiration can be inhibited only to a maximum of 70 to 80 per cent by cyanide 
and only about 50 per cent by azide. Oxygen consumption is abo inhibited by 
carbon monoxide and hydrogen sulfltc. Data by Fisher, Henr>’, and Low (1944) 
indicate thaf the Os inhibition effect (55 per cent) of sulfanilamide, resultingin 
complete suspension of cell dinsion, is c,xerted on tlie main or activitj' system. 
They also state that the inhibition of Oj uptake seems to be the w’ay in which 
this agent interferes with cell division in the fertilized sea urchin egg. These 
authors, in a study of the cj'anidc inhibition of O 2 uptake by tlie unfertilized and 
fertilized sea urchin eg^, feel that it is difflcult to escape the conclusion that 
fertilization introduces a respiratory system upon which cell dmsion depends 
and whicli is responsible for 40 to 50 per cent of the O 2 consumption of the fer- 
tilized egg. They assume apparently that the path\Ya>'s of oxidation of the 
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substrate are different in unfertilized and fertilized eggs. Ball (1942), in dis- 
cussing oxidative mechanisms in animal tissues, has pointed out that the evi- 
dence derived from cyanide inhibition of O 2 uptake in a fertilized egg and the 
absence of its inhibitory effect upon the unfertilized egg (i.e. upon fertilization 
the egg consumes O 2 at a greatly increased rate and the additional O 2 consumed 
is cyanide-sensitive) merely indicates the possible existence in the unfertilized 
eggs of a system alternate to the cytochtome system. Ball suggests that it is 
possible that a reaction can occur directly between cytochrome oxidase and some 
flavoprotein in the Arbacia egg. This may be true also in the mechanism of 
biological oxidations in the animal body in its general energy relationships. 
The chief process by which foodstuffs appear to be oxidized in the living cell has 
been schematized by Ball (1944) to indicate the relationship of the cytochrome 
oxidase enzyme to the process of respiratory metabolism as follows: foodstuff — 
H 2 — ^pyridine nucleotides — ^H 2 — ^flavoprotein — cytochrome B — C — — cyto- 
chrome oxidase — IO 2 -h H 2 H 2 O. This scheme applies also to the chain of 
reactions in the fertilized sea urchin egg metabolism in the experiments reported 
here. Caffeine would seem, by inference derived from tlie data in this paper, to 
act upon the activity phase of that system. The activity system normally 
accounts for the greater part of the total O 2 consumption by the fertilized sea 
urchin egg but this activity phase is inactive in the resting cell according to 
Fisher and Hemy (1944). 

The mechanism involved is of significance to all research on growing cell 
metabolism including postfertilization phenomena. Fertilized sea urchin eggs 
are excellent material for studies on tlie effect of a substance upon the respira- 
tion of a cell because they depend so completely upon O 2 uptake for the utiliza- 
tion of nutrients, since they possess no anaerobic metabolic activity^ Caffeine 
has a stimulatory effect upon the O 2 consumption in some animal tissues. Sas- 
low (1937) reported an increase in O 2 consumption in unstimulated caffeinized 
striated muscle of Rana pipiens Schreber. He cites the average O 2 consump- 
tion of muscles in Ringer solution of 32 mm.® per gm. (wet) per hour in contrast 
with the average O 2 consumption of muscles in 0.037 to 0.042 per cent caffeine- 
Ringer of 201 mm.® per gm. (wet) per hour. Saslow also states that no lactic 
acid accumulates in caffeinized muscles in oxygen. Wortis (1935), however, 
in the case of the brain tissue of the rat, presented evidence that caffeine sodio- 
benzoate in high concentrations (0.5 per cent) diminishes the O 2 consumption. 
Thus the literature indicates a distinct variation with regard to the effect of 
caffeine upon the O 2 uptake phase of the respiratory metabolism of animal cells. 
At least divergent results have been reported for different tissues. This situa- 
tion is not necessarily disturbing in view of the fact that certain tissues, such as 
striated muscle, possess oxidation mechanisms upon which caffeine might act as 
in a trigger release fashion; whereas, the fertilized sea urchin egg has no such 
mechanism. In the current data presented here, caffeine in the higher concen- 
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trations has been found to be inhibitory on the O 2 uptake by fertilized sea urchin 
eggs. 

A fractionation of normal respiration into an activity and a resting portion 
might explain some cases of inhibitory action, i.e. one phase of the system might 
be more sensitive than the other to the agent used; or, lower concentrations of 
caffeine may merely be ineffective. For the sea urchin egg, Korr (1937) and 
Ballentine (1940) and, for the frog muscle, Stannard (1941) have reported frac- 
tionations of oxygen consumption similar to that described for narcotics. The 
relationship of caffeine inhibition of O 2 consumption to the concentration of 
this agent is expressed by Fig. 2 which is derived from a typical experiment, No. 
10, of the series. It will be noted later that the degree of inhibition of cell 
division with increasing concentrations of caffeine approximates this same 
curve. 


Materials and Experimental Method 

Eggs and sperm of Arbacia punctulata were collected as described by Just (1939), 
exercising care to avoid contamination with body fluids and to utilize only egg batches 
in which 9S per cent or better fertilization had occurred. This ^tis determined by 
microscopic examination at 100 X for the presence of the fertilization membrane. 
The eggs were concentrated by low speed centrifugation and only 35 per cent suspen- 
sions in sea water or caffeine-in-sca-water were employed. A total volume of 2 cc. for 
each Warburg vessel was maintained. Each flask contamed 0.5 cc. of the 35 per cent 
suspension of fertilized eggs, thereby assuring an equal number (volume) of eggs per 
vessel. The pure alkaloid, caffeine U.S.P. Merck, was used. The caffeine-in-sea- 
water concentrations ranged in percentages and approximate molarities as follows: 
0.002 per cent (u/10,000), 0.004 per cent (m/5,0(K)), 0.02 per cent Cm/1,000), O.IO per 
cent (m/200), 0.2 percent (m/100), 0.5 percent (m/40), 2.0 per cent (m/10). 

The manometric determmations of O 2 consumption were made with the Warburg- 
Barcroft apparatus using the Warburg direct method technique described by Dixon 
(1934). All experiments were performed at 25'’C. and a shaker rate of 83 oscillations 
per minute with an 8 cm. amplitude. The pH of the sea water in the labora- 
tory system at Woods Hole during the period of these experiments was 7.94. The 
annual average pH for open sea water at Woods Hole is 8.2 (Harvey, 1932). The 
addition of caffeme resulted in making the caffeinc-in-sca-water 0,05 more alkaline, 
pH 7.99. This alkalinity increase is not significant since Smith and Clowes (1924) 
showed that the cell division rate in Arbaexa is quite independent of a pH 
range between 6.0 and 8,3. 

Controls (in nearly all cases, duplicate controls were run and showed a difference of 
less than 2 per cent) and thermobarometric checks (blanks) were recorded for all 
readings. Results were observed at 15 minute intervals over a 3 hour period. At the 
termination of each experiment, cell division was stopped in all of the solutions by the 
addition of formalin to 1 cc. of the contents of each flask to make its concentration 
equivalent to 0.1 per cent in sea water. The remainder of the flask contents was 
examined also micoscopically for the condition of the eggs wntliout formalin. The 
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cleavage stage reached by the eggs in each suspension was compared with the controls. 
The rate of cell division is expressed as a percentage of the normal (control) rate. 

EXPERIMENTAL RESULTS 

The 15 experiments reported here showed an average ox)'^gen consumption of 
66 mm.^ O 2 per hour for the normal, non-ca£feine-treated, uninhibited, fertilized 
sea urchin egg respiration during the 3 hour duration of the experiments.' 
Plotting the data of the oxygen consumption of the controls and the experimen- 
tal series of seven different concentrations of caffeine-in-sea-water as an O 2 con- 
sumption-time relationship curve (Fig. 1) reveals an increasing degree (aver- 
age) of inhibition of O 2 consumption from 23.4 per cent with 0.1 per cent (m/200) 
to 61 per cent with 2 per cent (m/10) concentrations of caffeine. 

TABLE I 


Variable Data for O2 Consumption by Fertilized Arbada Eggs in Lower Caffeine Concentrations 


No. of experiment 

Per cent concentration = Molarity 

Average increase in 
Oi uptake 

Average decrease in 
Os uptake 


per cent 


per cent 

per cent 

10 

0.02 

m/1, 000 

0 

10.6 

5 

t( 

cc 

6.2 

0 

7 

0.004 

m/5,000 

0 

6.2 

8 


(( 

6.1 

0 

12 

0.002 

m/10,000 

0.44 

0 

3 

(( 


0.70 

0 


The inhibition of O 2 uptake may be correlated with the effect ori the cleavage 
rate or complete supression of the cleavage process in the higher percentages. 
See Table II for the condition of the eggs at the termination of the 3 hour period 
in the Warburg flasks approximately 3§ hours after fertilization. 

It may be observed from Fig. 3 that the degree of inhibition of the cleavage 
process approximately parallels the O 2 inhibition curve .seen in Fig. 2. A dis- 
tinct plateau showing a maximum depression of O 2 consumption and a complete 
inhibition of cell division is indicated by these curves in tlie instance of all 
caffeine percentages of 0.5 per cent or higher. 

It will be noted in Fig. 1 that a progressive sequence of inhibition occurred in 
the e.xperimental eggs from 0.1 to 2.0 per cent caffeine-in-sea-water inclusive. 
2 per cent approaches the limits (2.2 per cent) of solubility of caffeine-in-sea- 
water. The effects noted in the remaining lower percentages were variable, — 

' To prevent the possibility of mechanical cytolysis and to avoid the danger, em- 
phasized by "Whitaker (1933), of cortical injury which would abnormally increase the 
rate of respiration, no attempt was made to concentrate the eggs to a maximum. 
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see Table I In five e\penments Ihc data for 0 02 per cent suggest stimulation 
instead of the inhibition indicated by the average of all data for 0 02 per cent m 
the senes This variability in the effect of lower percentage^ causes one to 
consider whether or not there is some sort of competitive action for control of 
the oxidative steps in the metabolism 

9 



Ho\\ ever, changes of less than 10 per cent, whether inhibitory or stimulatory, 
were considered not significant in biological material of this sort All the vari- 
able data occurred only in experiments involving a concentration of less than 
0 10 per cent caffeine The lower concentrations are either ineffective or pos- 
sibly act upon a different phase of the respiratory metabolism The writer is of 
the opinion, however, that the evidence indicates that the caffeine affects onl) 
a single site on the mam pathway (activity phase) 

Most inhibitors, sodium cjanide in particular, have their action upon the 
mam pathway m cellular respiration C>anidc probabl> has its action at the 
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Fig. 2. Relationship of caffeine concentration to inhibition of O 2 consumption. 



Fig. 3. Relationship of caffeine concentration to the degree of cleavage in- 
hibition. 
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cytochrome oxidase point from the evidence of Krahl, Keltch, Neubeck, and 
Clowes (1941) and others. I have no direct evidence that caffeine acts specifi- 


TABLE II 


Composition of experimental 
medium 

Egg sus- 
pension 
used 35pei 
cent in 
sea skater 

Caffeine- 
in sea- 
water 
added 

Sea 

water 

added 

Alkali (10 
per cent 
KOH) 
added to 1 
center I 
well 

Condition of eggs in Warburg vessel 
at end of experiment 31 brs. after 
fertibzation 


ee. 

ce. 

ec. • 

ee. 


Control 

o.s 

0 

1.3 

0.2 

Normal 64 and 32 celled late 
cleavage stages 

0.002 per cent CSW* 


1.3 

0 


Similar to controls 

0.004 “ “ « 



“ 


« tt a 

0.02 “ « 


<« 



Mostly late cleavages. Few 
showed tendenty to clump. 
Rarely red echinochrome 
pigment was clumped in 

egg 

0.10 » “ “ 



H 


32 celled mostly. Few 64 
celled. 5 per cent with 
tendency for pigment to 
clump. per cent with 

pigment actually clumped 

0.20 " " ” 

« 




16 celled stage. Some 8. 
Very few 32. 40 per cent 
with tendency to clump. 
Actual clumping in a few 

0.50 “ “ 





No cleavage but 50 per cent 
"appeared” normal micro- 
scopically. In 45 per cent, 
tendency to clump. In 5 
per cent, pigment was 
clumped 

2.0 “ " 


j 



No cleavage. Complete sus- 
pension of division process. 
Red echinochrome concen- 
trated in one area in 1(X) 
per cent of eggs, usually in 
center, sometimes eccentric 
but always localized 


• CSW •=» caffeine-in-sea-water. 


cally on the cytochrome oxidase enzyme but it should be noted that the caffeine 
maximum inhibition of O 2 consumption is above 60 per cent and cyanide maxi- 
mum inhibition is above 70 per cent. Caffeine and cyanide depression of Oj 
uptake in fertilized sea urchin eggs is, therefore, of the same general order of 
magnitude. -> 
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Caffeine would appear to exert its influence then somewhere on the primary 
(activity) pathway, especially when it is noted that the cell division inhibition 
seems to parallel the O 2 consumption depression. The O 2 consumption is un- 
doubtedly the major energy source for the cell division process. Cleavage 
stages. were recorded in all controls and experimental vessels and compared 
with corresponding percentages in parallel experiments of the series. Table II 
shows that 2 per cent (m/10) and 0.5 per cent (m/40) caffeine-in-sea-water 
blocked cleavage completely. An examination of Fig. 1 indicates that the nor- 
mal uptake, in comparison with the controls, was depressed over 50 per cent. 
Cleavage rate, however, is not necessarily limited by the rate of O 2 consumption 
per se in a number of forms. For example, Amberson (1928) found the cleavage 
rate was not retarded seriously in Arbacia eggs, when O 2 pressure was 
diminished, until the pressure reduction was sufficient to decrease the O 2 con- 
sumption to about half normal. My findings agree with this generality in so 
far as cleavage was not completely inhibited otherwise. 

SUMMARY 

1. By means of the Warburg-Barcroft microrespirometer apparatus and the 

Warburg direct method, the relative effect of caffeine upon the O 2 consumption 
of the fertilized egg of Arbacia punctulata was shown for the following concen- 
trations in sea water: 0.002 per cent (m/10,000), 0.004 per cent (m/5,000), 0.02 
per cent (m/1,000), 0.1 per cent (m/200), 0.2 per cent (m/100), 0.5 per cent (m/ 
40) , and 2 per cent (m/10) . , 

2. In comparison with the normal eggs (uninhibited, non-caffeine-treated 
controls), caffeine in concentrations including and greater than 0.1 per cent 
(m/200) depressed the average uptake from approximately 25 to 61 per cent 
over the 3 hour period. In a number of instances, as typified by Experiment 
10, the effective inhibitory concentration ranged from 0.02 per cent (m/1,000) 
upward and the degree of depression of the O 2 consumption ranged from 10.6 
per cent to 60.6 per cent. 

3. All caffeine concentrations including and above 0.02 per cent (m/1,000) in 
the series used, resulted in decreasing the normal rate of cleavage division in the 
fertilized Arbacia eggs. 

4. The higher concentrations (0.5 and 2 per cent) produced a complete block- 
age of the cleavage process. 

5. Complete cleavage inhibition was noted only when the O 2 uptake had been 
depressed to 50 per cent or more of the normal controls. 

6. O 2 consumption-time relationship data indicate an average depression, in 
O 2 consumption over a 3 hour period, ranging from 25 per cent with a caffeine 
concentration of 0.1 per cent to a 61 per cent inhibition with a concentration of 
2 per cent. 

7. Concentrations of less than 0.1 per cent (certainly of less than 0.02 per 
cent) give variable results and indicate no significant effect. 
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8. It is inferred from the respiration data presented that it is probable that 
the inhibition of the O 2 consumption in fertilized Arlacia eggs is due to the in- 
fluence of caffeine upon the main (activity or primary) pathway. It will be 
observed that there are certain similarities of the caffeine data to the degree of 
inhibition accomplished by sodium cyanide. Moreover, it has been demon- 
strated that the cyanide probably acts on the cytochrome oxidase step in the 
cytochrome oxidase-cytochrome chain of reactions constituting the O 2 uptake 
phase of respiratory metabolism. It is not improbable, therefore, that caffeine 
also may act upon the cytochrome oxidase enzyme. 

9. From the viewpoint of environmental conditions influencing reproductive 
phenomena, it is of interest that caffeine can affect the normal metabolism of 
the zygote. 
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WATER RELATIONS IN THE CELL 
1. Tbe Chloroplasts of Nitella and of Spirogyra 
Bv W. J. V. OSTERHOUT 

{From the Laboratories of The Rockefeller Institute for Medical Researcli) 
(Received for publication, May 1, 1945) 

Of fundamental importance in the metabolism of the cell is the behavior of 
water. Of especial interest is the giving up of water by one part of the cell to 
another as anidn ication of changes in metabolism or constitution. 

An example of this is seen in the changes in volume of the nucleus which may 
occur under normal conditions in certain cells. 

Such transfers can be produced in Nitella experimentally. \Vhen cells^ are 
exposed to 0.5 u NaCl the salt may penetrate the outer protoplasmic surface 
more rapidly than the inner so that water is withdrawn from the sap and the 
protoplasm increases in volume at the expense of the vacuole. 

Another example is seen in the decrease in volume often observed in the 
chloroplasts of Nitella^ under natural conditions. This may also be produced 
experimentally. 

The normal condition of the chloroplasts is shown in Fig. 1. They are im- 
bedded in the aqueous layer W of the protoplasm lying between the outer, non- 
aqueous surface layer of the protoplasm Xy and the corresponding inner layer, 
F.® The outer portion of the layer IF consists of a stiff gel containing the 
chloroplasts. The inner portion of IF is liquid and is usually in active motion.® 
When sufficient centrifugal force is applied the long rows of chloroplasts may 
separate and each row then acts as if it were a stiff gel forming a long straight 
rod of protoplasm containing a single series of chloroplasts. 

When cells, carefully removed from their natural surroundings, are brought 
into the laboratory and e.xamined it is often possible to find areas where the 
chloroplasts have contracted to form spherical (or nearly spherical) bodies 
(Fig. 1). Since the diameter of the sphere is not greater than the smaller 
diameter of the ellipsoid body of the chloroplast before contracting it is evident 
that there must be a loss of volume and a consequent transfer of water to other 
parts of the cell. To what extent this must be attributed to injurious or patho- 

* Osterhout, W. J. V., J. Gen. Physiol.^ 1943-44, 27, 139. 

^ The observations were made on NUeUa fiexilis, Ag. The cells were freed from 
neighbormg cells and observed at once or kept in the laboratory in Solution A {cf. 
Osterhout, \V. J. V,, and HiU, S, E., J, Gen. Physiol., 1933-34, 17, 87) at 15°C. iFC. 
An hour before use the temperature vras raised to about 25*C. 

® Osterhout, W. J. V., J. Gen. Physiol., 1944-45, 28, 23. 

* Osterhout, W. J. V.,/. Gen. Physiol., 1944—45, 28, 17. 
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logical processes is an open question, as in the case of the contractions in Spiro- 
gyra to be described later. 

Such contraction may also be brought about experimentally. For example, 
0.01 M lead acetate produces it in a few minutes. After this the protoplasmic 
motion continues for 30 minutes or more. If the cell is then washed in water 
and left for 3 days we find that the turgidity is normal and when acid fuchsin is 
applied it does not penetrate sufficiently to color the sap although some of the 
large spherical bodies in the sap may take up some color (this also happens in 
normal cells not previously exposed to reagents). Evidently little or no injury 
has occurred. In some cases cells were kept for 7 days under a coverglass in 
a solution of 0.01 M lead acetate without loss of turgidity. 

If as soon as the contraction occurs the cell is rinsed repeatedly in water and 
allowed to stand in water the chloroplast resumes its normal dimensions as an 

oooooo 
A oooooo 
oooooo 

ooo ooo 
B oooooo 
oooooo 

Fig. 1. a, chloroplasts of Nitella in normal state. after contraction. Diagram- 
matic. 

ellipsoid body in about 30 minutes. If the motion is stopped by the lead ace- 
tate it is resumed after washing the cell with water. 

This operation, causing contraction and recovery, may be repeated 4 or 5 
times on the same cell with intervals of 10 minutes in water between the ex- 
posures to lead acetate and the cell may recover completely from the last opera- 
tion. 

If in place of 0.01 M lead acetate we apply 0.01 M lead nitrate we find little 
or no contraction. This is perhaps less surprising in view of the fact that the 
two salts differ considerably in their chemical properties (e.g., in precipitating 
proteins). 

Some other substances cause contraction before death ensues, but so far none 
have been found which give such striking results as lead acetate. Among these 
may be mentioned digitonin® (0.01 per cent) which may produce contraction 
in 6 min utes after which motion may continue for 20 minutes. In ferric 
chloride (0.01 m or 0.001 m) contraction may occur in 40 minutes and the motion 
may continue for a few minutes longer after which the cell dies. 

A variety of substances cause contraction simultaneously with death, as 
shown by the rapid entrance of acid dyes, such as acid fuchsin and eosin. 

® The effect does not appear to be due to an inorganic impurity since it disappears 
when the digitonin is ashed. 
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The cWoroplast of Spirogyra may undergo remarkable contractions accom- 
panied by loss of water. It may change from a long, spirally coiled ribbon to 
a short, nearly straight rod. 

Cells may exhibit various stages of contraction in their natural environment 
out-of-doors, as stated by de Vries,® and more frequently when they are kept in 
the laboratory. 

Contractions may also be produced experimentally. 0. Loew^ noticed that 
potassium oxalate caused a contraction of the edges of the chloroplast but did 
not observe that it produced any longitudinal contraction. 

Unaware® of the observations of de Vries and of Loew, the writer treated 
Spirogyra with a variety of salts and obtained longitudinal contractions with 
Bad" and SrCk® at low concentrations. Later, S. S. Chien,'® working in the 
writer's laboratory, found that CeCL was still more effective. In all these 
cases the contractions were caused without killing the cells. 

Later, Scarth'^ made a careful study of such contractions, finding that they 
can be caused by a great variety of salts and that in general the effect tends to 
increase with the valency of the cation. He found that contractions are also 
produced by alcohol and acetone, rise of temperature, and electric shocks. 

A species of Spirogyra which is very favorable for such studies has recently 
become available to the writer and it is upon this that the following observations 
are based. 

These have been greatly aided by a device which enables us to keep the same in* 
dividual cell under observation during changes of solutions. A sheaf containing 1 to 
10 filaments was placed lengthwise along the center of a slide and held securely in 
place at each end by placing upon it n drop of liquid gelatin (20 per cent) w'armed to 
29®C. The gelatin quickly cooled, fastening the filaments in place and the tempera- 
ture of 29®C. did not alter the cells except perhaps in some cases those very close to the 
gelatin. In some cases a third drop was placed midway between the other two, leaving 
room for a coverglass (3/4 inch square) on each side of the central drop of gelatin. 
This makes it possible to apply different solutions to the same filament on opposite 
sides of the central drop of gelatin. 


® de Vries, H., Ber. deutsch. bot. Ges., 1889, 7, 19. 

^Loew, 0., Phj’siological role of mineral nutrients, U. S. Dept. Agric., Division 
Vegetable Physiol, and Path., Bull. 18, Washington, 1899. 

* For a knowledge of the observations of dc Vries and of Loew the witer is indebted 
to the papers of Scarth. 

’ Osterhout, W. J. V., Am. J. Bot., 1916, 9, 481 . 

Chien, S. S., Bot. Gaz., 1917, 63, 406. In Fig. 2 of this paper the words “large 
form, crassa type, pyrenoids omitted” should be transferred from Fig. 2 to Fig. 1 . In 
the summary “CeClj” should read *‘CaClj.” 

“ Scarth, G. W., Tr. Roy. Soc. Canada, Section V, 1922, 16, 51 ; 1923, 17, 137; Quart. 
J. Exp. Physiol, 1924,14,99, 115. 
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Lines were scratched across the slide at intervals by means of a diamond and num- 
bered to facilitate the location of individual cells. 

The solutions in contact with the cells could be changed without removing the 
coverglass by placing filter paper at one side and adding solution at the other. To 
make sure of good irrigation a little dye may be added to each new solution. 

The acid fuchsin and eosin were made by the National Aniline Co. 

The results are very variable, depending on the season of the year, the period of 
standing in the laboratory, and the medium. In many cases distilled water proved a 
good medium in which to keep the cells in the laboratory, in other cases a saturated 
solution of CaCOa or Solution 




Fig. 2. a, cell of Spirogyra in normal state. B, after contraction of the chloroplast 
produced by 0.01 m BaCla (without plasmolysis) . Pyrenoids omitted. Diagrammatic. 

A normal cell is shown in Fig 2 (in many cells the spiral is less loosely 
wound than in Fig. 2).^^ The diameter varies from 25 to 35 microns and the 
length from 200 to 300 microns. The thickness of the cell walP^ is not over 3 
microns. 

In most of the filaments no nucleus could be demonstrated by killing with 
0.33 M acetic acid and staining with eosin or with Heidenhain’s iron hematoxy- 
lin. Photographs of these filaments by ultraviolet light (2537 A.) failed to 
reveal a nucleus but showed good absorption by the chloroplast. I wish to 
thank Dr. G. I. Lavin for making these photographs. 

In a few filaments, however, a nucleus, more or less typical, could be demon- 
strated. In other cases the nucleus may adhere to the chloroplast and thus be 
difficult to demonstrate. 

The chloroplast appears bright by dark-field illumination and is more highl}’’ 
refractive than its immediate surroundings. 

Cf. Osterhout, W. J. V., and Hill, S. E., J. Gen. Physiol., 1933-34, 17, 87. 

Perhaps more than one species is present but if so their reactions were quite 
similar. 

The longitudinal cell wall is regarded as consisting of three layers, the two inner 
of cellulose and the outer of pectose: the end waU is regarded as pectose with a layer of 
cellulose on each side of it. Cf. Smith, G. M., Fresh-water algae of the United States, 
New York, McGraw-HiU Book Co., Inc., 1st edition, 1933, 554. 
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The chloroplast appears to lie between the outer (X) and inner (7) surfaces 
of the protoplasm, as in NiteUa. De Vries* locates it in this position on the basis 
of plasmoly tic experiments. The fact that salts, such as BaCh, do not produce 
contraction at once may indicate that time is required to penetrate and 
reach the chloroplast. The A' and V surfaces remain in place; no plasmolysis 
occurs. 

■ The chloroplast is a clear, green ribbon spirally coiled. It has pyrenoids at 
regular intervals (these are not shown in the figure). The width of the ribbon 
varies greatly but does not, as a rule, exceed 10 microns. The edges may be 
smooth or greatly cienated or serrulated. 

A convenient method of observing contraction is by means of BaCh. When 
0.01 M BaCh is applied contraction may begin within a few minutes but the time 
varies greatly (in some cases no contraction occurs). The contraction may be- 
gin by a withdrawal of the ends of the chloroplast so tlaat the distance between 
them and the end walls increases. The main contraction, however, consists in a 
shortening of each coil. This involves a loosening of the chloroplast from the 
protoplasm which remains in contact with the cell wall. This may continue 
until the chloroplast has become fairly straight (as in Fig. 2). When this is the 
case the length of the chloroplast may be reduced to 20 per cent or less of the 
normal and at the same time the width of the ribbon may decrease. Hence 
unless the tKickness of the ribbon, measured in a direction perpendicular to 
the cellulose wall, has increased at least 5 times there must have been a loss of 
volume. In many cases it is easy to ascertain by focussing that no such increase 
in thickness has occurred so that we m'ay say that there is a loss of volume. 
This means that water has been given up to the other parts of the cell. This 
applies to such cells as show contraction in their natural environment as well 
as to those in which it is produced by experimental treatment. This contrac-* 
tion occurs while the cell is still alive, as evidenced by plasmolysis and by the 
fact that acid fuchsin and eosin do not enter. 

When the contraction is less extensive it may be difi&cult to determine whether 
a loss of volume has occurred. Scarth** states that it occurs in certain cells, 
especially under the influence of heat, acetone, and alcohol, but that in some 
cases the volume may remain constant or show a slight increase. 

In our experiments there was no evidence of reversibility of the contraction 
when the cells were removed from the reagent and allowed to stand in water. 
Scarth speaks of reversibility in some cases but this required several days. 

SUMMARY 

Chloroplasts may contract under natural conditions and give up water to the 
rest of the cell, thus indicating changes in metabolism or constitution. Such 
contractions may be produced experimentally. 

Scarth, G. W., Quart. J. Exp. Physioht 1924, 14, 107. 
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In Nitella the chloroplasts are ellipsoid bodies which, under natural condi- 
tions, may contract to spheres with a loss of volume. This may be brought 
about by lead acetate, ferric chloride, and digitonin: the contraction may occur 
while the ceU is alive. The contraction in lead acetate is reversible (in lead 
nitrate little or no contraction occurs). 

In Spirogyra the chloroplast is a long, spirally coiled ribbon which may con- 
tract under natural conditions to a short nearly straight rod with a loss of 
volume. This can be brought about by inorganic salts and in other ways while 
the cell is still alive. 



THE ACTION SPECTRUM OF SENSITIZATION TO HEAT WITH 
ULTRAVIOLET LIGHT* 

By ARTHUR C GIESE and ELIZABETH B CROSSMAN 
(From the School of Biological ScteticeSf Stanford Untverstty) 

(Received for publication, September 19, 1945) 

Sensitization of organisms to heat by first irradiating them with ultraviolet 
light was described for paramecia by Bovie and Daland (1923), for bacteria 
by Curran and Evans (1938), and for yeast by Anderson and Duggar (1939, 
1941) By sensitization is meant killing by a sublethal dosage of heat follow- 
ing a sublethal dosage of ultraviolet light In these ej:penments the effects 
of heat and hgbt are not merely additive smce heatmg to the same extent 
before irradiating has no effect An apparently analogous sensitization of 
proteins tn vitro is observed after irradiation with ultraviolet hght Floccula- 
tion occurs in such solutions if the temperature is raised above 4® C , whereas 
umrradiated solutions remain clear (Clark, 1938) Since proteins are the 
mam structural constituents of organisms, an explanation of light sensitization 
to heat as an effect upon the cellular proteins seems logical However, Clark 
(1938) beheves the evidence is inadequate to justify such a conclusion More 
data are desirable to determine whether proteins or some other cellular con 
stituents are involved By determimng the relative effectiveness of each of a 
number of ultraviolet wave lengths m sensitizmg the organisms to heat, an 
action spectrum can be obtamed which presumably represents the absorption 
spectrum of the class of chemicals responsible for sensitizing the organism to 
heat The results for paramecia suggestmg proteins in this rdle are described 
below 

Materials and Methods 

Paramecium caudaUm and Paramecium muUtmtcronucleata were used as expen 
mental animals and were grown m mass cultures (Gicse and Taylor, 1935) or in isola 
tion culture (Giese, 1945a) as required A quartz mercur> arc served as a source and 
the light ^\as passed through a natural quartz monochromater The following wave 
lengths were used m the experiments 2483, 2537, 2654, 2804, 3025, 3130, 3350, and 
3660A The mtensity was determined with a thermopile calibrated against United 
States Bureau of Standards lamps Dosages of 1000, 2000, 3000, and 4000 ergs/ 
mm * were generally used but occasionally other dosages w ere used About 50 to 100 
paramecia were irradiated each tune and a sample of these, held m a capillary pipette, 
was quickly mjcctcd into 5 cc of pond water contained in each of a series of test tubes 
held m a constant temperature bath at 42 3*C After a given exposure, timed with a 

* This work was supported m part by funds from The Rockefeller Foundation 
79 f 
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Stop-watch, the paramecia were quickly poured into cool pond water contained in a 
large watch glass and observed with a dissecting microscope. The time required to 
immobilize a majority of the paramecia was taken as the lethal time. After pr eliminar y 
trials the end point was determined with more precision and five repetitions were made. 
In this way repeatable results were obtained. While the lethal time is not always 
the same for the controls, the relation between the sample irradiated with a given 
dosage and the control from the same culture is fairly constant. 

EXPERIMENTAL 
1. The Action Spectrum 

Experiments on sensitization to heat by irradiation with ultraviolet light of 
both P. caudatuin and P. inuUimicronucleata give essentially the same results. 
The data for both species are summarized in Table I and for P. caudatum in 
Figs. 1 and 2. A maximum effect is observed at the shortest wave length tried, 
2483A. In fact, it is impossible to give a greater dosage than 1000 eigs/mm? 
because in that case killing upon exposure to heat becomes so rapid that the 
measurements are unreliable. A smaller m a ximuTri is observed at 2804A. 
Between these two wave lengths lies a 'minimum. At wave lengths longer than 
2804A the effectiveness declines rapidly falling to zero at 3660A. 

For comparison, the absorption spectrum of pseudoglobulin is added to 
Fig. 2. The action spectrum for sensitization to heat resembles the absorption 
spectrum of pseudoglobulin. The data suggest that the simple proteins of the 
cytoplasm are sensitized to heat by the absorption of ultraviolet radiations. 
While the fit is imperfect both at the short and at the long wave length ends of 
the spectrum, no other substance in protoplasm, organic or inorganic, has selec- 
tive absorption resembling the action spectrum even to this extent (for absorp- 
tion spectra see Casperson, 1936). 

All the experiments described involve irradiating the paramecia (UV) first, 
then heating them (H). The order is therefore (UV), (H). If the same 
exposures are given in the reverse order, namely (H), (UV), the paramecia are 
not killed. The experiment therefore describes a true sensitization, not an 
additive effect of two injurious agencies. 

2. Ejects of Heat and Ultraviolet Light upon the Division Rate 

Since Anderson and Duggar (1941) found that yeast lost its ability to form 
colonies after an exposure to 2650A followed by heat, they concluded that the 
division mechanism w'as sensitized to heat by irradiation. Previous work on 
effects of ultraviolet light alone upon division rate indicates an action spectrum 
resembling nucleoprotein absorption (Giese, 1945 b). If ultraviolet light also 
sensitizes nucleoproteins to heat, an action spectrum for heat sensitization 
corresponding to absorption by nucleoproteins should also be found. While 
this is not the case for lethal dosages on paramecium as shown above, it might 
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TABLE I 

SensitfQtton to Heat by UUravtolel Radiations 




Ultraviolet dosage tttilmm * 

tv a\e length 

Intensity 

0 1 200 1 500 1 750 j 

1000 



1 Relative beat exposure to kill 

1 Paramectum catidalum 


k 

ee<r/mm • 






2483 

2 0-34 

100 

79 

36 

24 

10 



Ultraviolet dosage, errr/mm * 



» 

1000 

2000 

3000 

4000 



Relative heat exposure to kiU 

2537 

2 8-13 0 

100 

81 

57 

40 

22 

2654 

4 4-11 1 

100 

89 

53 

33 

17 

2804 

3 7-71 

100 

69 

46 

21 

9 

3025 

5 2-12 1 

100 

83 

73 

58 

48 

3130 

IS 3-16 2 

100 

89 

76 

65 

55 

3350 

3 1 

100 

93 

94 

87 

71 

3660 

30 2 

100 

— 

— 

— 

96 


2 Paramtcium muUmtcronueltata 


2537 

2 8-13 0 

100 

64 

40 

30 

19 

2654 

4 4-11 1 

100 

84 

49 

30 

18 

2804 

3 7-71 

100 

72 

47 

20 

11 

3025 

5 2-12 1 

100 

84 

68 

60 

49 

3130 

15 3-16 2 

100 

92 

83 

74 

59 

3350 

3 1 

100 

90 

81 

74 

60 

3660 

30 2 

100 

— 

— 

__ 

90 



Ultraviolet dosage errr/mw * 




200 

500 

750 

1000 



Relative heat exposure to kill 

2483 

2 0-34 

100 

64 

25 

22 

13 


At zero dosage tite actual lethal exposure time is usually 6 to 6} minutes The widest 
range in time is 5§ to Si For zero dosage 100 units equals 6 minutes in the first expenment 
cited, then 79 units equals 43 minutes As dosage increases the relaluc exposure needed 
to kill decreases 

hold for sublcthal effect5 Therefore, the division rate of paramccia exposed 
to sublethal doses of ultraviolet hght followed bj sublethal doses of heat was 
studied Dosages of 750 ergs/mm *, or less, of ultraviolet light and 3/4 or less 
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Fics 1. Relative eSecrvnsss of various wave lengths in sensitizing parameda to 
heat All the cun'cs arr^vci except the one for 26S4A.. The point at 1000 ergs/ 
liim '* I'cs above all the In all five experiments with P. candatum and five 

obtained. The significance of this 

deviaticn is not understood. 
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of the lethal thermal time were employed. Such paramecia were compared 
with those merely irradiated on the one hand and those merely heated to the 
same extent on the other. Such exposure to heat alone has no effect on the 
division rate other than causing a slight lag before division begins. Such 
exposure to ultraviolet light alone reduces the rate of division in addition to the 
lag (see Giese, 1939). Heat after ultraviolet radiation has no effect at aU or 
merely increases the lag phase slightly- The experiments under the conditions 
tried therefore do not offer any evidence of sensitization of the division mecha- 
nism to heat by irradiation with ultraviolet light. However, what seems to be 



Fig. 3. Recovery from heat sensitization at different wave lengths. The same or 
about the same initial sensitization values are taken as the basis of comparison for 
different wave lengths. The paramecia undergo division during this recovery period. 


an effect on the nucleoproteins is demonstrable in the studies on the recovery 
of paramecia described below, 

3. Recovery from Effects of Irradiation 
By irradiating the paramecia on one day and subsequently determining the 
lethal thermal dosage after various intervals of time the rate of recovery from 
the radiations could be determined by their loss of sensitivity to heat. To 
compare the rate of recovery at different wave lengths paramecia were given 
dosages which produce about the same degree of sensitization to heat and the 
recovery from such dosages is given in Fig. 3 and Table H. If (hg 
terial is being affected by each of these wave lengths the recovery from a com- 
parable initial effect should be the same at each of these wave lengths Thi' 
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ULTRAVIOLET DOSAGE IN ERGS PER MM? PRECEDING HEAT TREATMENT 

Fig. 1. Relative effectiveness of various wave lengths in sensitizing paramecia to 
heat. AU the curves are smooth except the one for 26541,'. The point at 1000 ergs/ 
mm.* lies above all the others. In all five experiments with P. candatunt- and five 
with P. inuUimicronucleata the same result was obtained. The significance of this 
deviation is not understood. 



Fig. 2. Action spectmm for sensitization to heat. Pseudoglobulin absorption 
after Smith (1929), nudeic acid absorption after Casperson (1936). The values for 
3000 ergs/mm.= were used for all wave lengths except 2483 for which 750 ergs/mm.* 
was used. In paramedum X 4 to show more clearly the 2800A maximum, the data 
were multiplied by 4 for all wave lengths except 2483A. 
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of the lethal thermal time were employed. Such paramecia were compared 
with those merely irradiated on the one hand and those merely heated to the 
same extent on the other. Such exposure to heat alone has no effect on the 
division rate other than causing a slight lag before division begins. Such 
exposure to ultraviolet light alone reduces the rate of division in addition to the 
lag (see Giese, 1939). Heat after ultraviolet radiation has no effect at all or 
merely increases the lag phase slightly. The experiments under the conditions 
tried therefore do not offer any evidence of sensitization of the division mecha- 
nism to heat by irradiation with ultraviolet light. However, what seems to be 



Fig. 3. Recovery from heat sensitization at different wave lengths. The same or 
about the same initial sensitization values are taken as the basis of comparison for 
different wave lengths. The paramecia undergo division during this recovery period. 

an effect on the nucleoproteins is demonstrable in the studies on the recovery 
of paramecia described below. 

3. Recovery from Effects of Irradiation 

By irradiating the paramecia on one day and subsequently determining the 
lethal thermal dosage after various intervals of time the rate of recovery from 
the radiations could be determined by their loss of sensitivity to heat. To 
compare the rate of recovery at different wave lengths paramecia were given 
dosages which produce about the same degree of sensitization to heat and the 
recovery from such dosages is given in Fig. 3 and Table H. If the same ma- 
terial is being affected by each of these wave lengths the recovery from a com- 
parable initial effect should be the same at each of these wave lengths. This 
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is true for all of the wave lengths tested except 2654A which indicates that more 
than one material is being affected. Since 2654A is absorbed especially strongly 
by the nucleoproteins, the finding suggests that nucleoproteins may be involved 
in heat sensitization. The results are interesting in another way — they show 
how long the effects of ultraviolet light, even in sublethal dosages, persist in 
the protoplasm of the cell. 


TABLE II 


Recovery from Sensitization to 'Heat Resulting from Ultraviolet Radiations 


Wave length 

Dosage* 

Lethal time after indicated number of days subsequent to irradiation 

0 

1 day 

2 days 

4 days 

A 

trgsimm? 

sec. 

sec. 

sec. 

sec. 

2483 

750 

151 

326 

404 

438 



122 

277 

322 

399 


ot 

i 

441 

447 

457 

482 



465 

459 

483 

454 

2537 

4000 

130 

242 

364 

428 


0 

441 

458 

448 

482 

2654 

3000 

108 

127 

157 

251 


0 

390 

370 

412 

370 

2804 

3000 

1 

155 

241 

400 

427 


0 

441 

447 

458 

457 

3025 

6000 

130 

250 

393 

450 


0 

436 

451 

458 

450 


* Dosages to produce approximately the same initial retarding effect were selected, 
t Zero dosage is the control in each case. 


DISCUSSION 

The similarity between the ultraviolet action spectrum of heat sensitization 
and the absorption spectrum of pseudoglobulin suggests that the substance 
in the cell affected by ultraviolet light and sensitized to heat is a simple protein, 
ciimilar in its absorption spectrum to pseudoglobulin. However, iti vitro 
experiments with another simple protein, albumin, show differences in responses 
to ultraviolet light and heat from those observed in living systems. Thus 
organisms are not sensitized by heating before exposure to ultraviolet light. 
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whereas according to Clark (1938) albumin shows a more copious precipitate if 
so treated. Furthermore, at any temperature above 4° C. the proteins will 
develop opacity due to aggregation of the albumin molecules denatured by the 
ultraviolet radiations, the rate increasing with the temperature, whereas in our 
experiments the organism shows no injury at temperatures below lethal. Thus 
paramecia subjected to sublethal dosages of ultraviolet light but kept at 33° C. 
continue to grow, at a retarded rate compared with unirradiated controls, but 
more rapidly than irradiated paramecia at 26° C. Even as the growth-in- 
hibitory range for Paramecium mullimicromtcleaia between 34.5° and 36.5° C. 
is approached there is no marked difference between unirradiated and irradiated 
specimens. It is only when temperatures lethal to the controls are approached 
that the phenomenon of sensitization in irradiated organisms is observed. 
Furthermore, even at the lethal temperatures sublethal exposure times have 
little or no effect on the paramecia, division of animals so treated after irradia- 
tion is not more retarded than division of animals irradiated but not heated. 

Irradiation of pure protein solutions “sensitizes” them to heat in so far as 
a llocculum can be obtained even at low temperatures provided the temperature 
is above 4° C. (Clark, 1938). The term “sensitization” has little meaning in 
this case since the heat merely furnishes the energy for the secondary reactions 
involved in the formation of a flocculum. For a given dosage only a given 
amount of flocculum forms, the rate at which it forms is determined by the' 
temperature. In the biological system on the other hand, no lethal effect is 
observed until the temperature approaches the thermal lethal threshold. In 
this case the heat does not merely furnish the energy for the secondary reactions 
involved in flocculation, since culture temperatures should suffice for that. The 
biological phenomenon therefore remains unique and certainly worthy of further 
analysis. 

In contrast to biological systems proteins do not develop opacityat tempera- 
tures of 4° C. even if the dosage with ultraviolet radiations is suflacient to 
denature, as judged by heating a sample above 4° C., yet paramecia will vesic- 
ulate when irradiated even at 4° C. according to Clark (1938). As a result of 
this experiment Clark concluded that such organisms are not killed as a result 
of denaturation of the proteins, but by some effects on the membrane. The 
question may well be raised whether paramecia are dying because they are 
vesiculating or vesiculating because they have been injured internally and are 
dying. Evidence of specific action of ultraviolet light upon the cell membrane 
is lacking except for regions of the ultraviolet shorter than 2654A where activa- 
tion of unfertilized sea urchin egg occurs (HoUaender, 1938). If the membrane 
is affected by longer wave lengths one might expect to find changes in permea- 
bility. Reed (1944 6) studying the effects of ultraviolet radiations on sea 
urchin eggs and Giese and Parpart (1940, unpublished) in similar studies on 
red blood cells found no evidence for dianges in permeability to water and ethyl- 
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ene glycol even after dosages as large or larger than those used to sensitize in 
the present experiments. Reed (1944 a) has described a unilateral effect of 
ultraviolet light in which membrane formation is suppressed and the egg takes 
on a hemispherical shape. But this effect he explains as due to changes in 
viscosity in the egg rather than changes in the membrane. It is known that 
vesiculation of cells occurs as the result of almost any noxious agents slowly 
applied and that death from ultraviolet light or heat may occur without vesic- 
ulation. The vesiculation may result from the release of osmotically active 
materials inside the cell which enable it to take up more water, or in the case 
'of paramecia to the paralysis of the contractile vacuoles (in this regard see 
Tschakotine, 1935). Paramecium caiidatum pumps its own volume of water 
every 15 to 20 minutes (Adolph, 1931), therefore when water continues to come 
in through the membrane and fails to go out of the contractile vacuole cytolysis 
is bound to occur. 

The data on recovery of paramecia from sensitization to heat after irradiation 
suggest that the nucleoproteins are involved since recovery from irradiation 
with one of the wave lengths absorbed most by nucleoproteins is slowest. The 
immediate effect of the ultraviolet radiation is apparently chiefly upon the 
general cytoplasmic mass of the cell, consisting mainly of simple proteins, and 
while the nucleoproteins are also affected they are present in too small a pro- ■ 
portion to alter the general effect of sensitization to heat. Only when the cyto- 
plasm recovers from the injury does the nucleoprotein effect become apparent, 
probably because recovery from nucleoprotein injury is slower. In this respect 
the data resemble the effects of ultraviolet on division of cells, in which the 
recovery action spectrum resembles nucleoprotein absorption (Giese, 19456). 
The action of ultraviolet light in sensitization to heat thus also appears to be 
multiple, rather than speci&c. Several constituents of the cell may be affected 
at the same time. The nature of the action spectrum will depend upon the 
reaction which is predominant or the criterion being used to judge the effects of 
the radiations. To get a true picture it is necessary to use as many criteria as 
possible. 


SUMMARY 

1. Heat does not sensitize paramecia to ultraviolet light but ultraviolet light 
sensitizes them to heat. Paramecia of two species {Paramecium caudaluin 
and P. imdtimicronucleata) are much more readily killed by heat at 42.3° C. 
if they are first exposed to ultraviolet light. 

2. From studies on paramecia irradiated with a given dosage at various wave 
lengths before being killed by heat, an action spectrum of the compound in the 
protoplasm being sensitized to heat can be determined. Proteins with absorp- 
tion similar to that of pseudoglobulin are suggested by these experiments. 
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3. The effect upon living things differs from that on pure protein systems in 
that paramecia are not rendered more sensitive to temperatures below the lethal 
temperature whereas proteins are. 

4. Almost complete recoveryfrom ultraviolet iightas judged by heat sensitiv- 
ity occurs within 4 to 5 days. 

5. By a study of the rate of recovery from doses at different wave lengths 
evidence suggesting effects on nucleic acid is obtained. 

6. The possible significance of the data and the action spectrum is dis- 
cussed. 
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THE PAIiACRYSTALLINE STATE OF THE RAT RED CELL 
By eric ponder 

(From The Nassau Eosptlal^ Mtneola, Lang Island) 

(Received for publication, September 14, 1945) 

In an addendum to a paper concerned with the relation between crenation 
and gelation (Ponder, 1944), a spontaneous change which takes place in rat red 
cells suspended m cold isotonic sodium citrate was described As a result of 
this change the osmotic resistance of the cells becomes so increased that they 
do not hemolyze even in distilled water, and the cells otherwise behave as if 
they were gelated or paracrystaUine Tins paper is concerned with a more 
detailed investigation of the phenomenon, under four heads (1) the resistance 
to osmotic hemolysis and its reversibility, (2) the exchange of K between the 
cells and the surrounding media, (3) the resistance to lysins such as saponin 
and digitonin, and (4) the shape transformations, the form changes observed 
dunng hemolysis, and the appearance under polarized light 

1 Resistance to Osmotic Hemolysis 

The increase m resistance to osmotic hemolysis which the rat red cells develop 
can be followed by preparing a suspension of thrice washed red cells in 3 per 
cent sodium citrate, keeping it at 4®C , and adding one volume of the suspen^ 
Sion to 9 volumes of water at various temperatures after various times from 
that of the making of the suspension up to several days 

The cells of 5 ml of rat blood, received into 3 per cent sodium citrate, are washed 
se\eral times with the same medium and arc finally suspended m 25 ml of the citrate, 
this gives a suspension with a volume concentration of about 0 1 The suspension is 
kept at 4®C and is shaken up occasionally, although the resu^pension of the sedi 
mented cells leads to a progressively incrcasmg hemolysis* From time to time, 0 5 

^ The rate at which the rat red cells m 3 per cent citrate become paracrystaUine, as 
judged by the rate at which they become resistant to hemolysis by water at 4*C , 
depends on the temperature at whidi the suspension is kept At 4®C , the change m 
state occurs withm 48 hours, at 7®C , it takes about 96 hours, and at 10°C it takes 
about 200 hours The concentration of citrate in which the change of state occurs 
is not very critical 

^ The cold rat red cells cannot be centrifuged and w ashed m the same w ay as normal 
red cells because they stick to each other when spun down, Molcnt shaking is required 
to resuspend them, and this results m considerable hemol>sis The best way to keep 
the suspension in the refngerator is m Erlcnmeyer flasks, in w hich the cells sediment 
to form a loosely packed layer Washing can then be earned out by sucking off the 
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ml. of the suspension is added to (1) 4.5 ml. of 3 per cent sodium citrate, and (2) 4.5 
ml. of distilled water, the mixtures being maintained at various temperatures (4°, 
20°, and 37°C.). After 10 minutes, which is sufficient time for the systems to arrive 
at their equilibria, the mixtures are centrifuged rapidly and the supernatant fluids are 
removed. The hemoglobin contents of each is found photometrically, and expressed 
as a percentage of the complete hemolysis of the systems. 

The determinations of osmotic resistance are repeated at 12 to 24 hour inter- 
vals for several days, and Table I shows a series of typical results obtained at 
4°, 20°, and 37°C. The table contains three columns for each temperature, the 
first (S) showing the percentage hemolysis observed in 3 per cent sodium citrate, 
the second (W) the percentage hemolysis observed in the hypotonic system 
(with T = 0,1, very nearly) in which the red cells are added to distiUed water. 


TABLE I 


Time 

1 4-0. 

1 

1 ro-c. 

j src. 


s 

W 

! ^ . 

s 

W 

h 

1 

s 

IK 

h 

hrs. 



■1 





■I 


0 

0 

100 


0 

100 

1.00 

0 

IH 

1.00 

24 

5 

SO 

mm 

7 

70 

0.68 

8 

Bil 

1.00 

48 

9 

25 

mm 

11 

50 

0.44 

1 12 


1.00 

72 

16 

23 


18 

43 

0.30 

23 

19 

0.95 

120 

' 27 

30 

1 0.04 

30 

51 

0.30 

42 


0.86 


and the third the value of /i = (IT — S )/ (100 — 5), which measures the hemolytic 
effect produced by the medium of tonicity 0.1. When there is complete hemol- 
ysis, h = 1.00; when the water produces no more lysis than occurs in 3 per cent 
citrate, h = 0.00. 

Table I shows (1) that the amount of lysis which takes place in the hypo- 
tonic system with T = 0.1 decreases with the time during which the red cells 
are kept at 4°C. in 3 per cent sodium citrate, becoming very small Qi = 0.08) 
at the end of 72 hours when the measurements are made at4°C., and consider- 
ably reduced {h = 0.30) at the end of the same time when the measurements 
are made at 20°C. This means that 92 per cent and 70 per cent of the red cells 
which do not hemolyze in citrate become resistant to osmotic hemolysis in this 
very hypotonic system at 4° and 20°C. respectively. (2) When the measure- 
ments are made at 37°C., the amount of lysis which occurs in the hypotonic 
system, in excess of that observed in isotonic citrate, becomes less as the time 
of preservation at 4°C. increases, but the great majority of the red cells undergo 
hemolysis at this temperature. (3) The longer the red cells are kept at 4°C., 
the more hemolysis is observed when they are added to isotonic sodium citrate 

supernatant fluid and replacing it with fresh citrate, and an estimation of the hemo- 
globin in the supernatant fluid provides a measure of the amount of spontaneous 
hemolysis. 
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at the various temperatures , thus 42 per cent of red cells kept for 5 days at 4°C 
undergo hemolysis in 3 per cent citrate at 37®C It is this spontaneous hemol- 
ysis •svhich limits the duration of the experiments and gives rise to a variety of 
experimental difficulties ® 

The state uhich results m the increase m resistance to hjpotomc hemolysis 
is reversible in that it can be abolished by raising the temperature to 37°C and 
reestablished by cooling to 4°C This can be sho^sn by an experiment of the 
following type 

A suspension of washed rat red cells m citrate is kept for 72 hours in the refrigerator 
at 4®C The supernatant fluid is removed and replaced with cold 3 per cent citrate 
m order to reduce the amount of hemoglobin resulting from spontaneous hemolysis, 
the cells are then suspended b> gentle shaking To each of two tubes containing (a) 
4 5 ml of 3 per cent citrate at 4*0 and (6) 4 5 ml of water at 4®C is added 0 S ml of 
the suspension of the cold rat red cells After 10 minutes the intact cells are throvvn 
down, the supernatant fluid removed, and the percentage hemolysis determined from 
the hemoglobin contents (Table II, A) 

The rat red cell suspension is now wanned to 37“C , and 0 5 ml is added to (o) 4 5 
ml of atrate at 37*0 and (b) 4 5 ml of water at 27’^C , as before At the end of 10 
minutes the intact cells are spun down, and the percentage hemolysis determined 
(Table n, B) 

The warmed suspension is then cooled to 4®C , and after 10 minutes 0 5 ml is added 
to (a) 4 5 ml of citrate at 4®C and (6) 4 5 ml of water at 4®C After 10 minutes the 
mtact cells are thrown down and the percentage hemol>si5 determined as before 
(Table II, C) 

The results of an experiment of this kind are shown in Table II At each 
temperature, the first column (5) gives the percentage hemoljsis observed in 
3 per cent citrate, the second column (ir) that observed in the hjpotonic 
system resulting from the addition of the suspension to water, while the third 
gives the value of h 

The warming of the cold rat red cells to 37®C results m their becommg com- 
pletely hemolyzable m a hypotonic system of T = 0 1, t e , they behave m the 
same general way as normal rat red cells do, except that the hemol>sis which 
occurs m 3 per cent citrate is much greater (48 per cent m this experiment, but 
there is a great deal of variation, m Table I, for example, the corresponding 
figure is only 23 per cent) The Ijsis which occurs m 3 per cent citrate at 4®C 

* If 0 5 ml of the cold rat red cell suspension is added to 4 S ml of 1 per cent NaCl 
instead of to the same amount of 3 per Dint citrate, there is more hemol> sis than in the 
atrate, the figures corresponding to those in the column for S at 4®C m Table I, for 
example, would be 0, 8, 12, 23, and 50 per cent In some experiments, indeed, more 
hemoljsis was observed when the cold rat red cells were added to 1 per cent NaCI than 
when they were added to v\ater The cold rat cells 'x:cm to be less stable in NaCl 
than in atrate 
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is also greater (17 per cent) than that which would occur with normal rat erythro- 
cytes, and this is a sign that the cells are more unstable than normal rat red 
cells. The warming to 37°C. and the subsequent cooling apparently result in 
an increase in this instability, as is shown by the 40 per cent lysis in citrate in 
part C of Table II as compared with the 17 per cent lysis in part A of the same 
table. 

Measurements of the change in volume which the paracrystalline rat red cells 
undergo in the hypotonic system of T = 0.1 show that there usually is so little 
swelling as to be within the experimental error of the method used (high speed 
hematocrite with Hamburger tubes). The values obtained varied between 
0.15 and zero. The variation in R may correspond, of course, either to a varia- 
tion in the completeness with which the new paracrystalline state is reached, 
or to some of the cells having reached it completely while others have not."* 


TABLE II 


Treatment of cell suspension 

s 

ir 

h 

A. 72 hrs. at4°C.; added to citrate and 
water at 4°C. 

17 

37 

0.24 

B. Warmed to 37°C.; added to citrate 
and water at 37°C. 

48 

100 

1.00 

C. Cooled to 4°C.; added to citrate and 
water at 4°C. 

40 

53 

0.22 


2. Exchange of K 

The exchange of K between cells and isotonic citrate can be measured by adding 
washed rat red cells to 3 per cent sodium citrate and adjusting the volume concentra- 
tion to p = 0,1 as determined by a high speed hematocrite. At intervals of 12 to 24 
hours, the K content is determined both for the cells and for the supernatant fluid, 
the suspension being kept at 4°C. In the case of the determination of the K. content 
of the cells, a small sample (2 ml.) of the suspension is removed after the contents of 

^ Dr. A. K. Parpart has kindly made measurements, by his opacimeter method, of 
the rates of penetration of water and of glycerol into rat red cells, washed and kept in 
3 per cent sodium citrate at 9°C. for 9 days, and then allowed to stand for 2 hours at 
25°C., the temperature at which the measurements were made. The principal results 
obtained are as follows; (o). In the cold rat red cell, and as judged by hemolysis, the 
penetration of glycerol is as rapid as, or more rapid than, the penetration of water. 
(6). As judged by hemolysis, water penetration is much slower (about 100-fold) in the 
paracrystalline cell than in the normal rat red cell. (c). As measured by volume 
changes with no hemolysis, the rate of water exosmosis in the paracrystalline cell is 
not ver^' different from the normal rate, while the glycerol rate is less than normal, 
(d). The total volume change of the paracrystalline rat red cell in a glycerol-salt 
mixture of tonicity 2.0 is less (approximately one-fifth) than normal. 
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the container have been shaken up, and after (o) the volume concentration of the 
intact cells, and (b) the percentage number of cells w hich ha\ e hemolyzed sponta 
neously, hav e been determined The 2 ml sample is centrifuged and the supernatant 
fluid IS removed as completely as possible As the cells form a compact mass, the 
removal can be rendered all the more complete by allow mg the tube to dram upside 
dow n, and by drying off the inside with filter paper The K content of the cell mass, 
the volume of which is known, and al'^ the K content of the supernatant fluid, are 
determined by the method of Breh and Gacbler (1930) Typical results are shown 
in the upper part of Table HI ® 

The K. exchange which occurs when cold rat red cells, after some days in isotonic 
citrate at 4®C , are added to distilled water (c/ Tables I and U) can be measured by 
addmg 1 ml of the red cell suspension, the volume concentration of which is first deter- 
mmed, to 9 ml of water at 4®C After 5 minutes the unhemolyzed cells are thrown 


TABLE III 



1 Tme ! 

1 k cells ^ 

j k fluid 



















1 1 



K exchange Loss by cells = SO 5 m eq /I , gam bv fluid »» 53 5 m eq /I 


Cells 2 ml , added to 18 ml 

0 1 

j 47 5 

1 8 

water at 4®C 

2 

1 48 0 

2 Ot 


* 1 03 m cq /I due to heraolysis 

J 40 per cent lysis Quantity calculated 1 8 instead of 2 0 m eq /I 


down by centrifuging and the supernatant fluid is removed This can be done very 
completely, since the cells form a sticky mass which can even be rinsed with a little 
cold water to remove traces of supernatant fluid The K content of the cell mass, 
the volume of which is known, and also the K content of the supernatant fluid, are 
then determined Photometric measurement of the quantity of hemoglobin in the 
supernatant fluid enables one to compute the percentage of the total number of cells 
which hemolyze in the hypotonic medium Similar determinations of the K content 
of cells and supernatant fluid can be made after the cells have stood in the hypotonic 

® The accuracy with which the values for K can be obtained largely depends on the 
accuracy with which p can be measured This is not ver> great, and expcnmcntal 
errors of the order of 5 to 10 per cent are quite possible It should be pointed out 
that m experiments of this kind, as well as ra those on which Tables I and Hare based, 
there are considerable \’ariation5 which may be due to the extent to which the cells 
of the suspension have readied the final paraciystallme state The results m Table 
ni arc representative of those of a number of expenments 
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medium at 4°C., or at some other temperature, for times longer than 5 minutes. 
Typical results are given in the lower part of Table III. 

Several points emerge from the data in Table III. (1) There is a considerable 
loss of K from rat red cells into 3 per cent sodium citrate, 43 per cent of the 
cell K being lost in 72 hours, and there is a corresponding gain of K by the sur- 
rounding medium in addition to the K which is gained because of progressive 
hemolysis. (2) When the cold rat red cells, with a K content of 67.5 m.eq./l., 
are added to a large volume of cold distilled water, about 30 per cent of their 
contained K is lost into the water, in addition to that which is lost as a result 
of the hemolysis of about 40 per cent of the cells. The remaining 60 per cent 
of the cells then remain unheniolyzed, although the intracellular concentration 
of K is some 25 times greater than that in the surrounding water. The extent 
to which the cells swell in the hypotonic medium is very small (72 less than. 
0.15). (3) Most of the loss of K into the water probably occurs as soon as the 
cells are added to it, for the loss is substantially the same after 2 hours as it is 
after 5 minutes. 

These results show that the failure of the paracrystaUine rat red cells to 
swell and to hemolyze in water is not due to their reaching equilibrium with 
their hypotonic environment by losing so much K that the concentrations 
become equal inside and out. The two remaining explanations are (a) that 
the membrane of the cold rat red cell is impermeable to water, and (d) that the 
contained K is combined in some way as to make its activity approach zero, 
so that the driving force for the movement of water from a hypotonic environ- 
ment approaches zero. Of these two alternatives, the latter is the more in 
keeping with other observations on the properties of the paracrystaUine red 
cells. 


3. Hemolysis by Saponin and Digitonin 

After standing for 72 hours in sodium citrate at 4°C., the cold rat red ceUs 
are considerably more resistant to the hemolytic action of saponin than are 
normal rat red ceUs when the measurements of the rate of hemolysis are made 
at low temperatures. The end-points, however, become steadily worse the 
longer the cells are aUowed to stand in citrate at 4°C., so that ultimately it 
becomes impossible to measure the times for complete hemolysis in the ordinaiy 
way at a temperature as low as 4°C. The poorness of the end-point is due to 
the ghosts and debris of ghosts which can be seen by microscopic examination 
of the hemol 3 "zed suspension; these disappear when the suspension is warmed. 

To overcome the difficultj’- in determining the end-point for 100 per cent hemolysis, 
a time-dilution cur\’e for a normal rat red cell suspension is plotted at 4°C., and then, 
after the cells ha%"e stood in citrate at a low temperature for several days, determina- 
tions are made of the percentage of complete hemolysis which results from allowing 
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the cold rat red cells to remain in contact with each dilution of lysin at 4°C. for the 
same length of time as is necessary for the complete hemolysis of normal rat red cells. 
The time-dilution cur\’e for saponin and normal rat red cells at 4“C. is atypical, t 
passing through a minimum corresponding to a dOution of 1 in 1000 (2OOO7/2 ml.); 
the values of t for the normal rat red alls, and the percentage lysis P for the cold rat 
red cells after a time of contact i with the corresponding quantity of lysin, are shown 
in Table IV. 

Except for the value corresponding to 16,000 y, the values of P are quite 
constant, which means that the various quantities of lysin produce about 32 
per cent hemolysis of the cold rat red cell suspension in the same time as they 
produce 100 per cent hemolysis of the normal rat red cell suspension; i.e., that 
the’ cold (paracrystalline) rat red cells are considerably more resistant to saponin 
at 4°C. The extent to which the resistance is increased cannot be calculated 
from the data, for the form of the resistance distribution is not known; if we 


TABLE IV 


8.1 in 

y 

1 

P 

125 

16,000 

5.0 1 

40 

250 

8,000 

3.5 

34 

500 

4.000 

2.0 

33 

1,000 

2,000 

1.3 

29 

2,000 

1,000 

2.2 

31 

4,000 

500 

2.7 

31 

s.ooo 

250 

5.5 

34 

16,000-' 

, ‘25 1 

20 

32 


suppose it to have the usual negative skewness, however, the resistance of the 
paracrystalline rat red cells would be between 4 and 5 times that of the normal 
cells. 

In the case of digitonin the situation is much the same as in the case of 
saponin. At 4®C. the end-points are poor even with normal rat red cells, and 
after 72 to 96 hours in cold citrate not more than 10 to 20 per cent hemolysis 
is produced by the same quantities of lysin and in the same times in which 
complete lysis of normal rat red cells is produced. The resistance of a suspen- 
sion of cold rat red cells to digitonin is somewhere in the neighborhood of 8 to 
10 times that of a suspension of normal rat red cells. 

When the measurementof the times for complete hemolysis is made at 37®C., 
normal rat red cells and rat red cells which have been kept at 4®C. in citrate 
for 72 hours give almost identical time-dilution curves in sy'stems containing 
cither saponin or digitonin.® The quantity of lysin required to produce such 

® Suspensions of cold rat red cells appear to be more resistant to digitonin at 37°C., 
but this can be shown to be due to the presence of substanrcs, inhibitor}' for digitonin, 
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alterations in the membrane, the fixed framework, and the hemoglobin ,of the 
cells as are necessary to enable the hemoglobin to diffuse out freely into the 
surrounding medium is accordingly some 4 to 5 times greater when the cell is in 
its paracrystalline form than when the cell is a normal disk, and when the para- 
crystalline form is reconverted into the normal discoidal form by warming, the 
quantity of lysin required to bring about the conditions for hemolysis again 
becomes the same as that for normal rat red cells. 

4. Shape Transformations 

When washed three times in 3 per cent sodium citrate, rat red cells appear 
as perfect biconcave disks between plastic slides and coverglasses. Between 
glass surfaces they undergo the usual disk-sphere transformation, but the' 
spheres retain very fine crenations instead of becoming perfectly smooth. It 
is quite noticeable that their transformation is slower and less complete than 
it is in the case of human red cells in 1 per cent NaCl. On the addition of 
lecithin sols or saponin, the cells exhibit the usual shape changes. 

After 72 hours in the refrigerator at 4°C., and when examined at 20°C., the 
cells appear as irregularly crenated biconcave disks, the edges of which are 
wrinkled or even look as if pieces had been cut out of them. They tend to 
clump, but there is little real rouleau formation when rat plasma is added. 
As the time during which they are kept at 4°C. increases, an increasing per- 
centage of these cells show no shape changes between glass surfaces, or on the 
addition of lecithin, saponin, or rose bengal. After 3 days at 4°C., for exam- 
ple, about 50 per cent of the cells are able to undergo a more or less complete 
disk-sphere transformation between glass surfaces, while about 50 per cent 
remain discoidal. Again, after 7 days at 4°C., about 30 per cent of the cells 
hemolyze as perfect spheres on the addition of saponin, whereas the remainder 
lose their hemoglobin without any preliminary shape change. 

The difference between the behavior towards lysins of normal red cells and 
that of rat red cells which have been kept for several days in isotonic citrate 
at 4°C. can most easily be appreciated by enclosing a drop of cell suspension 
between plastic surfaces, adding an approximately equal volume of 1 in 10,000 
saponin, and observing the changes as they occur at room temperature. (1) ' 

in the medium in which the cells are suspended. For the amount of inhibitory sub- 
stance present in 0.4 ml. of supernatant fluid, ci/c 2 = 2, approximately. After the 
effect of this inhibition has been allowed for, the resistance of the cells themselves works 
out as substantially the same as that of normal rat red cells at 37°C. Some of the 
increased resistance of suspensions of cold rat red cells to digitonin at 4°C. may also 
be due to the presence of these inhibitory substances, in which case the true resistance 
of the cold rat red cells to digitonin at 4°C. would be about 4 or 5 times that of normal 
cells at the same temperature, instead of 8 to 10 times. 
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The majority of the cells kept at 4°C. do not undergo a disk-sphere transforma- 
tion before they hemolyze, whereas normal rat red cells do. The majority of 
the cold cells retain their roughly discoidal biconcave form, and hemolyze as 
disks. (2) For a variable length of time before lysis occurs, the cold rat red 
cells develop a granular appearance in the neighborhood of the rim.^ This 
does not occur in normal rat red cells, although lysis by saponin may be pre- 
ceded by crenation. (3) When the cold rat red cells hemolyze, a granular 
debris is left behind; this is not seen after the lysis of normal rat red cells. 
The debris is observed particularly in the region which corresponds to the 
rim of the cell before its hemol>’sis. (4) Any prominent crenations or irregu- 
larities which are seen in the cold rat red cell before hemolysis persist in the 
hemolyzing ghosts. At times one even gets the impression that one part of the 
cell hemolyzes before the remainder, or that pigment is retained longer in the 
granular regions of the rim than in neighboring regions. 

The cold rat red cells, when examined at 4°C. wth polarized light, are bire- 
fringent, whereas normal rat red cells are not. The whole of the cold rat red 
cell is diffusely bright between crossed Nicols, the rim in general, and scattered 
areas in the rim in particular, being brightest of all. \Vhen the cold rat red 
cells are warmed to 37®C. for 10 to 20 minutes and then examined at room 
temperature with polarized light, the diffuse brightness of the cell is very much 
less, and the birefringence is confined to small irregular areas, usually in the 
region of the rim. These observations, for which I am indebted to Dr. Otto 
Glaser, are similar to the observations made by Teitcl-Bemard (1932) on the 
formation of intracellular crystalline hemoglobin, and are compatible with the 
passage of hemoglobin, in the cold, into a crystalline or paracrystalline state. 
W^en the cells are warmed, most of the hemoglobin can be thought of as re- 
turning towards the less orderly state in which it exists in the normal red cell, 
loci of greater orderliness, however, remaining.® 

DISC0SSION 

The peculiarities in the behavior of the cold rat red cells can be accounted 
for by supposing that the cell components undergo a change of state from that 

’ This granular appearance occurs in the cells which have been kept in citrate in the 
cold, although not to the same extent as it does after the addition of a lysin such as 
saponin. The appearance of the rim is reminiscent of the “holly wreath” forms of the 
sickle cell, and the granubr areas probably are regions in which the change in the 
direction of the paracrystalline state has proceeded further than elsewhere. 

® There is a noticeable difference in color between a suspension of normal rat red 
cells and one of paracr>’stallinc rat red cells. The difference is difficult to describe, 
as it consists in a difference of the shade of red, but it can easily be appredaled by 
anyone working with the material. 
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which characterizes the normal discoidal red cell to a state which can be de- 
scribed in the meantime as paracr 3 ?stallme. The change of state is slow, its 
rate dependent on temperature, and it is probably not all-or-none with respect 
to any single cell, so that in the case of an assemblage of cells one cannot dis- 
tinguish between the effects of different degrees of change of state and the 
involvement of different numbers of cells. 

The evidence for the change of state being one in the direction of greater 
orderliness and crystal formation rests on the results of the observations with 
polarized light, on the inability of the cold rat red cells to undergo the usual 
shape transformations and to become spheres before hemolyzing, and on the 
apparent rigidity of the cells and of the ghosts. As the time during which 
they are kept at low temperatures increases, the cells show a steady increase in 
their resistance to lysis by hypotonic media, although they retain a large 
proportion of their electrol 3 de, and this can be interpreted either as showing 
that the cells become increasingly impermeable to water, or, more probably, 
that the activity of the originally osmotically active substances becomes less 
and less; in the individual cell, indeed, it probably becomes zero as the new 
paractystalline state is ultimately reached. This state, however, is at least 
partially reversible by heating, and the familiar property of swelling and hemo- 
lyzing in hypotonic media reappears as the warmed cell passes towards the 
metastable state which characterizes the normal disk. 

The ease with which this change of state occurs in the rat red cell may be 
related to the possibility, suggested by Drabkin (1945), that the hemoglobin 
of the rat erythrocyte is in an unusual metastable state approaching that of 
incipient crystallization, but the observations have more general implications. 
In the examination of the behavior of the mammalian red cell in hypotonic 
media, all varieties of volume increases have been observed, from those cor- 
responding to i?-values of 1.0 to those corresponding to i?- values of about 0.5 
(summarized by Ponder, 1940); the former are those which would be expected 
if the volume changes in h 3 Tpotonic solutions were those of a “perfect osmom- 
eter” and brought about by the exchange of water alone, while the latter are 
very much smaller. Attempts have been made to account for the unexpectedly 
small volume changes on the basis of there being bound water in the cells or 
loss of osmoticaUy active substances into the hypotonic environment, but while 
both these explanations go some distance towards accounting for the discrep- 
ancies between the observed volumes and those predicted on a simplified os- 
motic theory, neither accounts for them entirely or even largely. A different 
kind of explanation, which retains the idea of the red cell’s being essentially a 
simple osmometer, accounts for the unduly small volume changes as resulting 
from there being an elastic resistance to swelling, such as there is in gelatin gels 
(Ponder, 1940, 1944). It is very doubtful whether the introduction of this 
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elastic resistance is anything more than another way of reconciling the ob- 
served results with the “expected” ones, but the idea has some connection 
with reality in that it arose from the observation that crenated red cells, which 
are cells in which the hemoglobin is gelatcd or paracrystalline, have i2-values 
low'er than those for red cells wliich are not crenated. Now' that all i?- values, 
from 1.0 to zero, have been obtained experimentally, it seems likely that R is 
nothmg but an expression of the extent of the departure of the behavior of the 
real red cell, as regards volume changes, from that of the conceptual red cell of 
simplified osmotic theory. If the mammalian red cell can be represented as a 
simple osmotic system when R approaches 1.0, the smaller values of R would 
measure the extent to which the behavior of the simple osmometer is modified 
by the condition of the interior, either because the interior offers a resistance 
to swelling, or because the forces which tend to produce volume increases are 
smaller than those implied by the assumption of ideal behavior. One would 
anticipate, indeed, that in a system as condensed as the red cell interior the 
activities would be less than those in ideal solutions.® 

The most interesting point about the change of state from that which char- 
acterizes the normal disk to that of the paracrystalline cold rat red cell is that 
it is reversible, so that the normal disk and the paracrystalline form can be 
looked upon as two metastable forms of the same cell. The molecular arrange- 
ments in the paracrystalline cold rat red cell are apparently more orderly than 
those in the normal disk, although not as orderly as those in the hemoglobin 
crystal, while the arrangements in the norma! disk are themselves more orderly 
than when hemoglobin is in solution. In considering the behavior of the eryth- 
rocyte in media of varying tonicity and electrolyte content it has been cus- 
tomary to approach the problem from the standpoint of what w'ould occur in 
dilute solutions separated by a membrane, i.e. from a very much simplified 
osmotic standpoint, but since the normal disk is a metastable form w'hich 
passes spontaneously and reversibly into another metastable form which is para- 
crystalline, it is just as vaUd, and may be more profitable, to approach the 
problem of volume changes, etc., from the standpoint of what would happen 
in the cr>'stal. 

WTiatever may be the outcome of such an approach, it is certain that a good 
deal of confusion has been introduced in the past by the failure to recognize 
that the mammalian erythrocyte can assume a variety of metastablc forms, 
many of which are reversibly convertible into each other. The conditions 

® The idea that the smallness of the volume changes is due to there being bound 
water in the cell may still turnout to be useful, if by bound water we mean water whose 
properties are modified as a result of its being a component of a paracrj'stallinc, or in 
the extreme case, a cr>'Stalline structure. ^Vhile almost all tlie water in the normal 
discoidal red cell is believed to be free (Madeod and Ponder, 1936), nothing is known 
as to tlie corresponding state of the w’ater in the paracrystalline red cell. 
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Promeniscocyte disk 
10 

Meniscocyte or sickle cell 


TABLE V 

Lysis (Hb in solution) 


Genetic 

variant 


Prolytic sphere 


9| 
Sphere 
5 


8 

Sphere 


Crenated form I Ellipsoid or 
cup form 

6 

^DISK- 

1 

Crenated form II 

2 

Paracrystalline form 
3 

' 

Hemoglobin crystal 



1. The usual form of spontaneous crenation. Probably due to internal changes: local 
orientation of hemoglobin (Teitel-Bernard). Diminution of 22-value in h 3 'potonic solutions. 

2. Observed in the cold rat red cell. A continuation of process 1. Strong birefringence. 
2?-values in hypotonic systems approach zero. 

3. Final stage of processes 1 and 2. Probably not reversible. 

4. Initial stage of (a) action of most lysins, (6) action of rose bengal and lecithin, and (c) 
of slide and coverglass sphering. Probably initially due to changes at cell surface. No 
volume changes. 

5. Continuation of process 4. Easily reversed in case (c) by adding antisphering sub- 
stance or lowering pH, and in case (b) bj’ adding plasma or by washing. Difficult to reverse 
in case (a). 

6. Effect of hypotonic media: volume increases with 22-values depending on the initial 
condition of cell (normal disk, crenated disk, paracrystalline disk). 

7. Sudden change to spherical form, which gradually becomes a prolytic sphere. 

8. Lysis of prolytic sphere at a critical volume which depends on the kind of cell and the 
nature of the environment. 

9. Formation of prolytic sphere with the continued action of lysins, and eventual hemolysis. 
These stages probably irreversible. 

10. Change due to variation in O 2 tension in the case of the discoidal promeniscocyte, a 
genetic variant of the red cell. The meniscocyte or sickle cell is probably paracrystalline; 
22-values small in hj^jotonic media. 

under which these metastable forms occur are now sufficiently well defined for 
us to be able to summarize them as shown in Table V. 
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Corresponding to these variations in form, there may be a number of states 
of hemoglobin*'’ and of the material which constitutes the cell’s fixed framework** 
which have still to be defined, and it is possible that in speaking of red cell 
structure we shall have to distinguish between a variety of structures, perhaps 
one for each metastable state. The red cell which undergoes these form changes 
is certainly more structurally complex than the model which is used in setting 
up the simple expressions which are supposed to describe its osmotic behavior 
quantitatively. Changes in a cell membrane alone seem inadequate to account 
for the varied phenomena observed in connection with red cell behavior, the 
explanation of which appears to require a more detailed knowledge of the molec- 
ular architecture in the interior of the cells. 

SUMMARY 

When washed rat red cells are kept in 3 per cent sodium citrate at low tem- 
peratures (4-9®C.), their resistance to osmotic hemolysis increases so that after 
several days they swell very little in hypotonic solutions (22 = 0.15 to zero) 
and do not hemolyze even in distilled water. In this and in other respects 
they behave as if they were gelated or paracrystalline. The paracrystalline 
state is reversible, disappearing when the cells are warmed and rapidly reappear- 
ing when they are cooled, and the resbtance to hypotonic hemolysis is not due 
to the cells reaching equilibrium with their environment by losing so much K 
that the concentrations become equal inside and out. The concentration of K 
remains about 25 times as great inside the cell as outside it in a hypotonic 
medium of T = 0.1, and the failure to swell and to hemolyze seems to be due 
to the activity of K in the interior of the paracrystalline cell approaching zero. 
The paraciy'stalline red cells are more resistant to saponin and digitonin hemol- 
ysis, and do not undergo the usual shape transformations, probably because 
they are too rigid. Hemolysis by saponin and similar lysins occurs without 
sphere formation, and after lysis is complete a granular debris is left behind. 
The paracrystalline cells show a diffuse birefringence with polarized light; on 
their being warmed, the birefringence disappears except at foci which are 
usually situated along the rim of the cell. 

The occurrence of the paracrystalline state accounts for the different amounts 
of swelling of red cells which have been observed in systems of the same degree 
of hypotonicity, and its relation to other metastable states of the red cel! is 

*** Dr. Drabkin (private communication) tells me that gel formation can be ob- 
served in human hemoglobin solutions r^ntaining about 63 gm. per cent of hemoglobin. 
The gel is presumably a state intermediate betn-een that of the crystal and that of the 
hemoglobin solution. 

** Seams and Hines (J944) have sboirn that the red cells of the rat are composed 
of at least three discrete substances which differ in their relative specific gravities, 
and which can be stratified by iiltragpntrifnf>niinn. — ... 
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discussed in connection with a tabulation of the metastable states of the mam- 
malian red cell and their relation to one another. Changes in a membrane 
alone seem inadequate to account for the varied phenomena observed in con- 
nection with red cell behavior, the explanation of which appears to require a 
more detailed knowledge of the molecular architecture of the cell interior. 

I wish to thank Dr. Vincent Dole for his many suggestions and helpful criticism. 
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ON THE NATURE OF FORCES OPERATING IN BLOOD 
CLOTTING 
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1 introduction 

Although a large number of mvestigations have been carried out with the 
purpose of throwing some light on the mechanism of the so called second 
phase of blood clotting, the transformation of fibrmogen into fibrm under the 
influence of thrombin, it must be admitted that our actual knowledge m this 
field IS very slight In the complex of problems mentioned one can distm 
guish three mam questions (1) What is the nature of the reaction between 
thrombm and fibrmogen, is thrombin an enzyme? (2) What kind of forces 
cause the insolubility of fibrin in contrast to the solubility of its precursor? 
(3) details may be described from the point of view of macromolecular 
morphology? In this series of papers the first two questions will be dealt 
with First, some theoretical considerations will be discussed (sections 1 
and 2) 

Fibrinogen is, under suitable conditions, a soluble protein with thread- 
er rod shaped molecules Fibrin is a gel The difference between a gel and 
a o! hncsiy’ mokcuks ts that m a gef the mfer/erence bctvreen the amso 
metric particles is so strong that the system is able to exert a certain resistance 
against mechanical deformation A lineary sol can change into a gel by 
strong elongation of the particles or by a meshy association between the long 
particles by new bonds A gel without fixed connections between the particles 
can take up an unhmited amount of solvent A gel with connecti\e bonds on 
the other hand can take up only as much sohent as the structure allows 
Under normal conditions the swelbng of fibrin is of the limited tjpe 
Recently Signer and von Tavel (8) studied an interesting case of the genesis 
of a gel with limited swelling the mutual linkage of molecules of methyl 
cellulose with oxalyl chloride So the solution of the methylcellulose is, by 
means of mam valency bridges, transformed into a gel w ith a definite structunj 
In certain respects one can regard methjlcellulosc and oxal)! chloride as 
models of fibrmogen and thrombin respectively 

It must be remarked, however, that the forces which limit the possibility of 
swelling need not to be of the nature of mam \alency bridges Tlie forces 
operating m the class of phenomena known as “coacervation” (see section 2) 
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are likewise able to form connections of sufficient strength. A gelatin gel 
for instance shows limited swelling in a solution of an alcohol of a concentration 
which causes coacervation of liquid gelatin (unpublished data). This is a 
point of importance for biology, because the coacervation forces are easily 
affected by external factors, and therefore may be varied much more easily 
than main valencies. In protoplasm, the intensity of the binding forces 
changes continuously in connection with the phenomena of life. 

What kinds of forces determine the gelatination of fibrinogen during its 
transformation into fibrin is entirely unknown. A number of facts give the 
impression that some process of coacervation plays a role, and it was with this 
h 3 q)othesis (which turned out to be right) that this investigation was started. 

The method of investigating the nature of binding forces in a case such as 
ours is to study the effect of added substances upon the intensity (strength, 
number) of the bonds. The method of investigating blood clotting is to 
obserx^e the clotting time of a system of certain composition. Is there any 
possibility of connecting these two things? 

The first visible clotting occurs if a certain number of bonds n are formed; 

n is a certain fraction of the number of bonds in which are maximaUy possible 

f 

under the given conditions. As the formation of the bonds is a time reaction 
the number n will be reached after a certain time /„ after the mixing of fi- 
brinogen and thrombin. If we now in another experiment add some substance 
which weakens the tendency to bond formation, the number of bonds maxi- 
mally possible, in', is now smaller than in, and the number of bonds n' formed 
in the time is smaller than n, therefore no clotting is visible. Clotting only 
occurs if after a longer time n is reached, which is of course only possible if 
in' is not smaller than ii. For in' < n no clotting occurs at all; the inhibition is 
then complete. In the range of n < in' < in the clotting time is a quan- 
titative (though not lineary) standard of the weakening of the binding 
tendency. 

Having a means of measuring the binding tendency we can test the hypoth- 
esis of the participation of a coacervation process by the criteria developed 
in the next section. 


2. Coacervation 

Our knowledge of coacervation is almost exclusively due to the extensive 
researches of Bungenberg de Jong (2, 3). According to him, a coacervate is a 
condensed system of colloids between which certain attractive (and repulsive) 
forces act. In a complex or autocomplex coacervate the attraction is due to 
the presence of positive and negative charges on the components of the col- 
loidal system. In the group of complex coacervates there are two compo- 
nents, one positive and one negative. In the autocomplex systems there is 
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only one component, bearing a pattern of positive and negative charges si- 
multaneously. If the strength of the attractmg forces is sufficient, the system 
condensates. The visible effect of this depends on the nature of the sub- 
stances involved: liquid coacervates (for instance drops), gels, films, fiber^i 
etc. 

As is generally the case ^vith colloids, neutral salts have the property of 
decreasing the effective charges. Cations decrease negative, anions elim- 
inate positive charges. Because in a complex or autocomplex coacervate 
the components are kept together by electrostatic attraction, their stability is 
decreased by addition of salts. 

In the elimination of the charge of colloid particles, polyvalent, or highly 
polarisable ions are far more efficient than simple monovalent ions. So ^ 
negative sol is flocculated more easily by CaCh than by NaCl (valency rule of 
Schulze-Hardy). In a complex or autocomplex coacervate the attraction 
determined by both kinds of charges, so their stability is decreased by salt^ 
according to a double valency rule : 

3-l>2-l>l-l, andl-3>l-2>l-l 

(The pairs of numbers indicate the \’alencies of cations and anions respec-- 
lively; for instance, LaCb is a representant of the 3*1 class.) The finer dif-’ 
ferences between the members of a salt class, for instance between the alkali 
halides, are caused by the differences in ionic radius, polarisability, and 
polarising power, and can be understood or predicted on the basis of the theory 
of the electrostatic bond (as summarised by van Arkel and de Boer, 1). 

We can refine these statements by some c^uantitative derivations making use 
of potential curves (Fig. 1). consider the simplest case of a mixture of 
positive and negative dissolved particles of a charge Z c in a medium of the 
dielectric constant The attractive force between them is, according to 
Coulomb: 

K = (I) 

in which a is the distance between the particles. The energ>’ which is gained 
when tw’o particles approach each other up to a distance r is calculated as: 


A 



Kda = 



1 Z|Zte» 

C 


da = 


1 ZiZjC* 

c r 


( 2 ) 


The energy of the attraction is therefore proportional to -(curve A in Fig. 1). 

The repulsion includes effects of different nature. In carHcr years Bungen- 
berg de Jong tried to explain it by the repulsion between tlie hydratation 
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orbits. As no such a hydratation exists, it cannot be used for our purpose. 
At greater distances (such as those prevailing in hquid coacervates) it is mainly 
the diffusion tendency which acts toward preventing aggregation. We can 
calculate its effect most easily on the roundabout way via osmotic pressure. 
(Compare Nernst’s well known derivation of the diffusion law.) In the case 
of ideal solutions, osmotic pressure is proportional to concentration, that is, 



Fig. 1. Theory of complex coacervation Explanation in the text. 


inversely proportional to the third power of the mean distance between the 

particles. In more concentrated solutions, tt is proportional to in which 

«>3. At very small distances between the particles real repulsive forces 
come into action, in which still higher (and increasing)' values, for instance 
K= 8, are vaUd (cf. van Arkel and de Boer; Pauling). For the energy potential 
of the repulsion we find: 


R = 



P ^ nP 
— da = — ■ 

C” 1 


(3) 


in which P is some constant, which is indifferent for the present purpose, and 
in which n = 3 for large distances, but increases if the particles approach each 
other (curve R in Fig. 1). 
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The total energy effect E is found by addition of the effects of attraction and 
repulsion: 


1 ZiZjC^ nP 
c r 


(4) 


Its dependence on the distance between the particles is shown by crn'e E 
in Fig. 1 . At a suitable value of the opposite charges the cnerg}’’ effect shows a 
definite minimum at a certain particle distance r^. In such cases coacervation 
occurs. If now, for instance by addition of neutral salts, the strength of the 
attraction is diminished sufficiently (curve AO, then the resulting curv'e E' 
does not show a minimum; this means that the particles are distributed evenly 
in the solution, and the existence of the coacervate is impossible. Increase of 
the attraction by increased charges or by a lowering of the dielectric constant 
(for instance by addition of alcohol) on the other hand causes an intensification 
of the coacervation (curves A" and E"), demonstrating itself for example in 
a higher resistance against salts, and in a decrease of the particle distance 
{n"<rA)- 

Apart from complex coacervation due to electrostatic attraction other cases 
exist, in which the affinity between lipoid molecules is the cause of the at- 
traction. These cases need not be considered now. 

If one wishes to decide whether complex or autocomplex coacervation plays 
a r61e in the formation of fibrin from fibrinogen by thrombin, one has to in- 
vestigate whether neutral salts inhibit the velocity of clotting of a mixture of 
fibrinogen and thrombin according to a double valency rule. 

J. Material and Methods 

(а) Fibrinogen — Fibrino^n of high purity (95 to 100 per cent) is prepared from 
cattle blood by a method, in some respects similar to that of Laki (5, 6). The fi- 
brinogen is precipitated from oxalated plasma with ammonium sulfate (0.2 saturated) , 
the precipitate is ^\’ashed in ice cold NaCl solution (0.7 per cent), dissolved in NaCl 
solution of the same concentration, precipitated by adding an equal volume of sa- 
turated sodium chloride solution, and rcdissolved in 0.7 per cent NaCl. It is then 
purified with laki’s adsorption method, and reprecipitated with (NH 4 ) 2 S 04 . It 
is redissolved then in 0.7 per cent NaCl, and freed from ammonium sulfate by 
dialysU. The crystallisation, according to Laki, has been omitted, since cattle 
fibrinogen, once crystallised, is insoluble. 

In most experiments I used solutions containing 20 mg. of fibrinogen per cm.’. 
They are pure white and slightly opalescent. 

(б) Determination of Fibrinogen . — Upon addition of thrombin to a fibrinogen so- 
lution, the whole solution solidifies. Under suitable conditions (see Laki, 5, 6) the 
gel does not stick to the wall of the tube, and can be squeezed out by means of a 
spatula. The mass is washed several times, dried, and weighed. 

In order to determine the purity of the fibrinogen a determination of the total 
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protein contents is made in another aliquot of the solution bymeans of trichloroacetic 
acid. 

(c) Thrombin . — Prothrombin is precipitated (together with much fibrinogen) from- 
oxalated cattle plasma by pouring out into eight volumes of cold distilled water 
and adding acetic acid till a pH of 5.3 is reached. The precipitate is then dissolved 
in Ca-free Ringer solution, and the prothrombin activated by addition of CaCh and 
brain thrombokinase. After separation of the fibrin formed the thrombin is pre- 
cipitated and dried with acetone. Such preparations have a strength of 0.1 to 2.00 
(usuaU}’- l;0) unit per mg. (see below). By redissolving and repeating the precipi- 
tation with acetone the activity can be raised to 5 to 10 units per mg. 

Further purification was obtained by a procedure to be published in a paper on 
thrombin. So preparations of 800 and more units per mg. have been obtained. It is 
not certain that this is the pure substance, but possible impurities do not affect the 
results of this investigation, since it was found to be immaterial whether thrombin of 
2 units per mg. or of 1000 units per mg. was used. Likewise fibrinogen of 'lower 
purity than 95 to 100 per cent gave identical results. 

(d) Determination of Thrombin . — Thrombin is determined through its effect upon 

blood, plasma, or fibrinogen solution. In this work I used a simple determination 
according to Gerendas (unpublished data): ; 

0.2 cm.^ oxalated cattle blood is mixed with 0.4 cm.® 0.7 per cent,NaCl solution in 
one of the holes of a plate of Jena glass, as used in drop analysis (so called “Tiipfel- 
platte” of Schott, Jena); 0.2 cm.® thrombin (in 0.7 per cent NaCl) is added, and the 
time is noted after which the solution, when a fine glass loop is drawn from it, shows a 
fibrous appearance. This point can be determined very accurately; if it is 60 seconds, 
the thrombin solution is said to contain 1 unit per cm.®. A unit is therefore the 
quantity which clots, at room temperature, 1 cm.® of oxalate blood (diluted to 4 cm.® 
with 0.7 per cent NaCl solution) in 1 minute. The method is very useful for the study 
of commercial styptics. For scientific purposes a test in a simpler system with an 
invariable standard would be better; this problem is under consideration. 

(e) Investigation of Salt Effects . — In order to test the influence of added substances 
(in this case of neutral salt) upon clotting, reaction mixtures are prepared as follows: 

0.2 cm.® fibrinogen, 20 mg. per cm.®, in 0.7 per cent NaCl. 

0.2 cm.® thrombin, about 4 units per cm.®, in 0.7 per cent NaCl. 

0.4 cm.® salt solution, or distilled water (control experiment). 

The time is noted, in which the first clotting is visible. The results of experiments in 
the presence of salts in various concentrations are compared with the clotting time 
of a control in which distilled water is added instead of salt solution. In all experi- 
ments there is a basic concentration of 0.35 per cent NaCl (0.06 equivalent). This 
concentration has been chosen in order to keep the concentration of NaCl as low as 
possible, without making the fibrinogen too labile. 

The experiments are carried out in reaction tubes of 10 X 100 mm. The kind of 
glass influences the clotting time. All experiments have been made therefore with 
tubes of Jena Geraeteglass 20 of Schott. After use they are washed out, cleaned 
with chromic-sulfuric acid, washed several times, and treated with water vapour. 

All e.’cperiments were done at room temperature, 20°C. 
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4. The Efect of Neutral Salts upon the Clotting of Fibrinogen 
with Throfnbin 

(а) NaCl and KCl—hs will be seen from Fig. 2 both salts have the prop- 
erty of inhibiting the clotting. Relatively high concentrations are needed, 
and the inhibition does not exceed a prolongation of more than ten times. 
Higher concentrations of about 2 equivalents precipitate the fibrinogen. 

(б) Potassium Halides , — In the series KCl-KBr-KI we meet with a 
strong increase in inhibiting pov.ee (Fig. 2). This result is easily understand- 
able: the anions are effective by eliminating positive charges. Iodide is 



Fig 2. Irihibitive action ol alkali halides on the dotting oi fibrinogen with 
thrombin. Ordinate, clotting time In minutes; abscissa, concentration of the salt 
in equivalents. The dotted line indicates the clotting time without addition of 
salts. 

more active than bromide, and this more than chloride, because in *’ 
halide series the ionic radius increases and the hydratation decreases, - ■ 
because the larger ions are more easily deformable (Table I). 

(c) Bhalent Cations, — Fig. 3 shows the effects of the halides of Mg, Ca, 
Sr, and Ba. As will be seen, these 2-1 salts inhibit very much more effectively 
than the 1-1 electrolytes. 

Regarding the differences in activity between these salts, we should expect 
the series Mg**<Ca“<Sr'*<Ba”, which is the series of increasing ionic radius 
and polarisability and of decreasing hydratation, but the differences will be 
much smaller than in. the potassium halide series, because in the cations 
the polarisability is much lower than in anions (Table H). Except foj* an 
inversion between Ca" and Mg”, these suppositions turned out to be right. 
This inversion is often found in biocoUoIds, in which the dipole moment (per- 
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protein contents is made in another aliquot of the solution bymeans of trichloroacetic 
acid. 

(c) Thrombin . — ^Prothrombin is precipitated (together with much fibrinogen) from- 
oxalated cattle plasma by pouring out into eight volumes of cold distilled water 
and adding acetic acid tiU a pH of 5.3 is reached. The precipitate is then dissolved 
in Ca-free Ringer solution, and the prothrombin activated by addition of CaCl 2 and 
brain thrombokinase. After separation of the fibrin formed the thrombin is pre- 
cipitated and dried with acetone. Such preparations have a strength of 0.1 to 2.00 
(usuaU}' 1.0) unit per mg. (see below). By redissolving and repeating the precipi- 
tation with acetone the activity can be raised to 5 to 10 units per mg. 

Further purification was obtained by a procedure to be published in a paper on 
thrombin. So preparations of 800 and more imits per mg. have been obtained. It is 
not certain that this is the pure substance, but possible impurities do not affect the 
results of this investigation, since it was found to be immaterial whether thrombin of 
2 units per mg. or of 1000 units per mg. was used. Likewise fibrinogen of 'lower 
purity than 95 to 100 per cent gave identical results. 

(d) Determination of Thrombin . — Thrombin is determined through its effect upon 
blood, plasma, or fibrinogen solution. In this work I used a simple determination 
according to Gerendas (unpublished data): 

0.2 cm.^ oxalated cattle blood is mixed with 0.4 cm.® 0.7 per cent,HaCl solution in 
one of the holes of a plate of Jena glass, as used in drop analysis (so called “Tiipfel- 
platte” of Schott, Jena) ; 0.2 cm.® thrombin (in 0.7 per cent NaCl) is added, and the 
time is noted after which the solution, when a fine glass loop is dra\vn from it, shows a 
fibrous appearance. This point can be determined very accurately; if it is 60 seconds, 
the thrombin solution is said to contain 1 unit per cm.®. A unit is therefore the 
quantit}' which clots, at room temperature, 1 cm.® of oxalate blood (diluted to 4 cm.® 
with 0.7 per cent NaCl solution) in 1 minute. The method is very useful for the study 
of commercial styptics. For scientific purposes a test in a simpler system with an 
invariable standard would be better; this problem is under consideration. 

(e) Investigation of Salt Effects . — In order to test the influence of added substances 
(in this case of neutral salt) upon clotting, reaction mixtures are prepared as follows: 

0.2 cm.® fibrinogen, 20 mg. per cm.®, in 0.7 per cent NaCl. 

0.2 cm.® thrombin, about 4 units per cm.®, in 0.7 per cent NaCl. 

0.4 cm.® salt solution, or distilled water (control experiment). 

The time is noted, in which the first clotting is visible. The results of experiments in 
the presence of salts in various concentrations are compared with the clotting time 
of a control in which distilled water is added instead of salt solution. In all experi- 
ments there is a basic concentration of 0.35 per cent NaCl (0.06 equivalent). This 
concentration has been chosen in order to keep the concentration of NaCl as low as 
possible, without making the fibrinogen too labile. 

The experiments are carried out in reaction tubes of 10 X 100 mm. The kind of 
glass influences the clotting time. All experiments have been made therefore with 
tubes of Jena Geraeteglass 20 of Schott. After use they are washed out, cleaned 
r\nth chromic-sulfuric acid, washed several times, and treated with water vapour. 

All experiments were done at room temperature, 20°C. 



W. F. H. ir. ilOMMAERTS 


109 


4. The Effect of Neutral Salts upon the Clotting of Fibrinogen 
with Thrombin 

(a) NaCl and KCl~As will be seen from Fig. 2 both salts have the prop- 
erty of irAibiting the clotting. Relatively high concentrations are needed, 
and the inhibition does not exceed a prolongation of more than ten times. 
Higher concentrations of about 2 equivalents precipitate the fibrinogen. 

{b) Potassium Halides.— Tin the series KCl-KBr-KI we meet with a 
strong increase in inhibiting power (Fig. 2). This result is easily understand- 
able: the anions are effective by eliminating positive charges. Iodide is 



Fig. 2. Inhibitive action of alkali halides on the clotting of fibrinogen with 
thrombin. Ordinate, clotting time in minutes; abscissa, concentration of the salt 
in equivalents. The dotted line indicates the clotting time without addition of 
salts. 

more active than bromide, and this more than chloride, because in the 
halide series the ionic radius increases and the hydratation decreases, and 
because the larger ions are more easily deformable (Table I). 

(c) Bivalent Cations. — Fig. 3 shows the effects of the halides of hlg, Ca, 
Sr, and Ba. As will be seen, these 2-1 salts inhibit very much more effectively 
than the 1-1 electrolytes. 

Regarding the differences in activity between these salts, we should expect 
the series Mg*’<Ca*’<Sr*'<Ba*', which is the series of increasing ionic radius 
and polarisability and of decreasmg hydratation, but the differences will be 
much smaller than in the potassium halide series, because in tlie cations 
the polarisability is much lower than in anions (Table IT). Except for an 
inversion between Ca' ’ and Mg* these suppositions turned out to be right. 
This inversion is often found in biocoUoids, in which the dipole moment (per- 
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manent + inducible) is of the same order of magnitude as that of water (Bun- 
genberg de Jong and Theunissen, 4). 

TABLE I TABLE II 


Ionic Radius and Polarisabiliiy of Some Anions Ionic Radius and Roiarisabili/y 

of Some Cations 



F' 

Cl’ 

Br' 

I' 

Mg" 

Ca" 

Sr- 

Ba" 

a 

Ionic radius, A 









Pauling 

1.36 

1.81 

1.95 

2.16 

0.65 

0.99 

1.03 

1.35 

Goldschmidt 

1.33 

1.81 

1.96 

2.20 

0.78 

1.06 

1.27 

1.42 

Polarisabiliiy, a • 10-^ 









Born and Heisenberg. . , 

0.99 

3.05 

4.07 

6.28 

0.12 


1.42 


Fajans and Joos 

0.99 

3.58 

5.04 

7.65 

0.11 

0.53 

0.89 

1.71 


Data cited from van Arkel and de Boer (1). 



Fig. 3. Inhibition of clotting by bivalent cations. As in Fig. 2. 

BaClj shows a somewhat exceptional behaviour. Even in the lowest con- 
centrations used it precipitates part of the fibrinogen. At lower Ba' ’ con- 
centrations, however, the remainder of the fibrinogen normally clots, without 
observable complication on the part of the precipitate. The lowering of the 
fibrinogen concentration should cause a slight exaggeration of the inhibitory 
action of the Ba' an eventual binding of a part of the Ba’ ‘ in the precipitate 
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should cause the opposite. So there is some uncertainty about the exact 
position of the Ba'* curve. 

(d) Polyvalent Anions . — ^As in the case of bivalent cations it should be 
expected that very effective inhibition would be obtained with salts of the 
1-n type. As Fig. 4 shows, there exist examples of such behaviour. 

However, in this group we meet with complications. As is shown in Fig. 4, 
sulfates and sulfites (except LiiSOi) are not able to cause inhibition compar- 
able with that of the 2-1 salts. Still more str ikin g is the behaviour of po- 
tassium ferrocyanide (1-4) in which case an extremely strong inhibition should 



Fig. 4. Inhibition of clotting by polyvalent anions. As in Fig. 2. 

be expected. The explanation of these deviations is that all these salts in 
higher concentrations have the property of precipitating the fibrinogen from 
its solution, so that they act in the same sense as the thrombin. The cause 
of this, and the quantitative relations are difBcult to understand, because the 
theory of salting out is still insufficiently developed. 

It is, however, possible to eliminate these complications by considering the 
results of the measurements at very low concentrations. It is true that in 
these cases no strong effects are obtained, but it is seen that sulfates inhibit 
at even lower concentrations than the 2-1 salts, and that lMFe(CN)6 even 
inhibits with 50 per cent in a concentration of 0.01 equivalent. The lower 
concentration limit of inhibitive action is a more important criterion than the 
maximal inhibition obtainable. So these cases are in perfect agreement with 
the other experiments. 
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CONCLUSION AND SUMMARY 

The results of the study of the inhibiting effect of neutral salts upon the 
clotting tendency of fibrinogen by thrombin may be summarised as follows: 
Salts like NaCl and KCl inhibit only weakly. 

Salts of the same cation (K*) with monovalent anions of different ionic 
radius are the more active the larger the anion (Cl',Br',I'’). 

Salts of the same cation with anions of different valency are the more active 
the higher the charge of the anion (1-1 <1-2 <1-3 <l-4). 

Salts with the same anion with cations of different valency show stronger 
inhibition in the case of cations of higher charge (K.‘,Na‘ < Mg’ Ca’ Sr’ ’, 
Ba’ ’). 

Salts with the same anion and cations of the same charge, but of different 
radius, are the more active the larger the cation (but with an inversion between 
Mg’ ■ and Ca’ ’ in the series of the alkali earths, which is not infrequent in bio- 
colloids). 

These results show that the clotting of fibrinogen with thrombin is, at least 
partly, caused by a coacervation process, due to electrostatic attraction be- 
tween positive and negative groups. Its nature and localisation will be dealt 
with in the next paper of this series. 
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n The Clotting of Fibrinogen As a Two-Step Reaction 
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1 INTRODUCTION 

In the foregoing paper it bas been shown that somewhere in the process of 
transformation of fibrmogen into hbnn a process of complex or autocomplex 
coacervation, that is an aggregation due to electrostatic attractions, takes 
place Of course this result still allows for a variety of explanations of the 
mechanism of the clotting process For instance, it might be supposed that 
the transition of fibrinogen into fibrin is essentially a denaturation, and that 
the denatured fibrinogen coagulates because of the liberation of lonogemc 
groups, which cause an autocomplex coacervation of the particles 
That the clottmg of fibrmogen js a denaturation caused by thrombm is 
admitted rather generally, it is especially propagated by Wohlisch (10) who 
considers thrombm to be a specific denaturing enzyme which he therefore 
calls fibrmogen denaturase The mam argument in fa\our of this view is a 
certam similarity m the appearance of fibnn and fibrinogen denatured for 
msitawce, by beat It, wdl be. clea.'j tbat tlws wo real proof , fi.brvwog,ew. a. 
rather labile protein, which, in accordance with its anisometric molecular 
shape, has a strong tendency to form fibrous gels, such gels are always formed 
when the solubihty is decreased sufficiently to cause precipitation, this can be 
effected by a decrease of the salt contents of the solvent, by salting out, by 
denaturation, or by thrombm, and the* appearance of the precipitate is de 
termmed m all the«e cases mainly by the properties of the fibrinogen Further 
there is a synergy between denaturation and the action of thrombm, as both 
influences have the same effect, iis makmg the fibrmogen clot, this synergy is 
quite understandable None of the arguments of Wohlisch or other authors 
give a real proof in favour of the denaturation theory 
In this paper a number of experiments are described which offer another 
explanation of the mechanism of the action of thrombin, and which make the 
assumption of a denaturation of fibrmogen by thrombin superfluous and 
improbable 

2 The Tdo Steps of the Reaction 

The clotting of pure fibrinogen mth punfied thrombm is possible only at 
pH values abo\e the isoelectric pomt of the fibrmogen (pH 5 3) If, however, 
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a reaction mixture, containing fibrinogen and thrombin, is kept at for in- 
stance pH 5.1 and than neutralised, a normal clot is formed. This shows 
that at this pH no irreversible damage of fibrinogen or thrombin occurs. 

Now it has been discovered by Laki (unpublished data; Laki and Mom- 
maerts, 5) that after neutralisation clotting occurs the sooner (clotting time 
4), the longer fibrinogen and thrombin are kept together at pH 5.1 (reaction 
time, ir)’ Fig. 1 shows the result of such an experiment; it proves that the 



transformation of fibrinogen into fibrin takes place in two steps. The pri- 
mary combination between thrombin and fibrinogen, apparently a slow reac- 
tion which limits the velocity of clotting, proceeds at pH 5.1, whereas the 
formation of the fibrin gel takes place only at higher pH values. Of course it is 
not intended to say that at acid reaction the primary process proceeds with 
the same speed as in neutral solution. 

In this paper, the primary product will be called profibrin. The word 
profibrin has been used by Apitz (1, 2) to designate the still soluble products 
appearing in a very slowly clotting solution of fibrinogen with a small quantity 
of thrombin. As will be discussed elsewhere, these products are a quite het- 
erogeneous mixture, for which no special name may be claimed. 

3. The Effect of Neutral Salts 

The problem arises as to which one of the two steps of the reaction is of 
coacervate nature. This question may be decided by the study of the effect 
of neutral salts on the two reactions separately. 

The effect of salts on the first reaction may be investigated by making use of 
the fact that for most salts a certain concentration exists which prevents 
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clotting completely, whereas a two times lower concentration still allows clot- 
ting in a comparatively short time. Of course, the absolute value of that crit- 
ical concentration depends on the nature of the ions. If now thrombin and 
fibrinogen are kept together for different times (/r) in the presence of any salt 
in the critical concentration, and then diluted with an equal volume of distUled 
water, it is found that again the clotting time {Q decreases with longer times 
of reaction (two examples in Fig. 2). This means that the primary reaction 
proceeded in the presence of the salt, and thus that neutral salts do not inhibit 



the primary reaction in a measurable degree. The primary reaction therefore 
is no coacervation process. 

■\^^tlether neutral salts inhibit the second reaction may be tested in the 
following way; thrombin and fibrinogen are allowed to react at pH 5.1, and 
then neutralised with or without simultaneous addition of salt. An example: 

2 cm.® fibrinogen, 0.4 cm.^ thrombin, 10 units per cm.®, 2 cm.* m/ 5 KHsP 04 ; after 20 
minutes’ neutralisation of 0.4 cm.* with 0.2 cm.* ai/SNasHPO^, with and without addi- 
tion of salts, dissolved in 0.2 cm.*. 

Some results are shown in Fig. 3. The positions of the curv’es are not 
exactly the same as in Figs. 2 and 4 of the foregoing paper. This difference is 
due to the fact that in the experiments of the kind shown in Fig. 3 the solution 
contains a fairly high quantity of phosphate ions ('-^ji/ 15) which likewise 
inhibit the clotting considerably. Between these and the added ions certain 
effects of synergy and antagonism occur, which have not yet been studied 
separately,, so that the deviations cannot yet be e.xplained in detail. The 
general trend of the curv’es is, however, clear. 
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We see therefore that the second phase of the reaction, the gelatination of 
the profibrin, is a coacervation process, 

4. Nature of the Primary Reaction 

An indication of the possible nature of the primary reaction between throm- 
bin and fibrinogen may be obtained by the study of the inhibition of the 
clotting process by urea and similiar compounds. 



Fig. 3. Inhibition of the second reaction by some salts in different concentrations. 
The dotted line marks the clotting time Avithout addition of salt. 

That urea inhibits the clotting of fibrinogen with thrombin is shown in 
Fig. 4. Guanidine and other substances have the same effect. The question 
arises whether the first or the second reaction is affected. 

The effect of urea on the primary reaction is investigated in the same way as 
in the case of salts; a mature of thrombin and fibrinogen in the presence of 
mea in a concentration of 10 per cent does not clot, whereas after dilution 
of the system with an equal volume of distilled water gelatination occurs in 
a few minutes. The primary reaction can be studied by carrying out this 
dilution after different periods of time (Fig. 5). 

Contrary to the experiments with neutral salts mentioned in section 3 
the clotting time is not reduced by long periods of reaction between thrombin 
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Fig. 4. Inhibition of the dotting of fibrinogen by thrombin by urea. The dotted 
line indicates the dotting time without addition of urea. 



Rg. 5. Inhibition of the primary reaction by 10 per cent urea. For explanation 
see text. 

and fibrinogen. On the contrary, in some experiments the dotting time 
increased somewhat. That means that in this concentration urea com- 
pletely inhibited the primary combination of thrombin with fibrinogen. 

Does urea affect the second reaction too? In order to get an answer on 
this question I studied the dotting of profibrin (after neutralisation of a reaction 
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mkture of thrombin and fibrinogen kept at pH 5.1) in the presence of urea. 
The following experiment may be cited: 

1 cm.® fibrinogen, 20 mg. per cm.® 

1 cm.® m/5 KH2PO4 

0.3 cm.® thrombm, 3 units per cm.® 

After different times 0.4 cm.® of the solution mixed with 0.2 cm.® M/Na2HP04 and 
0.2 cm.® distilled water or urea 20 per cent. 


of reaction 

Clotting time 

The same with urea 

30 sec. 

6 min., 30 sec. 


10 min. 

5 “ 15 “ 


20 “ 

4 “ 30 “ 

>10 min. 

40 “ 

3 » 10 “ 

>10 “ 


It is found therefore that the second phase is inhibited too. In other ex- 
periments, however, in which a great deal of thrombin was present, no inhi- 
bition was observed. Using a 30 times stronger thrombin solution than in the 
above experiment, I found that, if the mixture was neutralised after 5 minutes, 
clotting took place instantaneously, and that urea did not cause an observable 
inhibition. This could be explained by the assumption that urea inhibits the 
second reaction in an indirect way, by splitting the profibrin. I found that 
even a clotting time of 1 to 2 seconds is sufficient to allow for an inhibitive 
action of urea; an eventual displacement by urea of the thrombin already bound 
should therefore take place in a very short time. Another possible explanation, 
however, is that urea directly inhibits the second reaction, and that this in- 
hibition may be neutralised to a certain degree by thrombin in' higher con- 
centration. As will be explained in section 6, this assumption is not in dis- 
agreement with the fact that the second reaction is caused by electrostatic 
attraction. 


5. The Nature of Throttibin Action 

In connection with the results dealt with in section 4 some remarks must be 
made concerning the aggregative forces operating between two parallel peptide 
chains. 

In recent years some investigators (for instance Lotmar and Picken, 6; 
Mirsky and Pauling, 7) expressed the view that in a protein molecule the 
peptide chains are kept together (or kept in a folded state) by hydrogen bridges. 
With that term usually two different kinds of bonds are meant: attraction 
between a dissociated carbonyl and a dissociated amino group (formula I), 
and a resonance bond between the >C=0 and the >NH- groups of two 
carbon amide structures (formula II). 
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In this paper only the second group will be called a hydrogen bond, because 
the first type may better be considered as an electrostatic bond. 

Recently a detailed study of the reactivity of the carbon amide structure 
has been made by Arndt (3). He found that substances containing this 
structure (formula Ilia) generally do not have the tendency to complete 
tautomerisation; that is, of electromeiy -f- prototropy (HIc). Unlike the 
situation in the case of keto*enol tautomeiy, however, there is a possibility of 
electron displacement without prototropy (III&). The formation of III6 
implies the appearance of a dipole and asks therefore for additional energy^ 
so that in isolated molecules this constellation will not occur. In the solid 
state, however, neighbouring molecules are linked through ^C=0- • -HN^ 
bridges, the energy of which suffices to stabilise the configuration III6. 

Between two peptide chains, or between two parts of a folded peptide chain, 
formation of hydrogen bonds can take place in the same way (formula IV). 

0 H 


11 


Urea, which disaggregates proteins, likewise possesses the — C — N — structure, 
and may be supposed to displace two peptide chains from each other by com- 
petition. Guanidine and other substances act in very much the same way. 
An investigation of other substances has been taken up already by the author. 

Returning now to the process of blood clotting, the fact that urea inhibits 
the primary reaction between fibrinogen and thrombin suggests that in the 
primary reaction thrombin and fibrinogen are linked together with hydrogen 
bonds, although I admit that at the present state of knowledge evidence is 
not yet conclusive. 
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The nature of the second reaction is understandable by the discoveiy (to be 
described in a future paper on thrombin) that the isoelectric pomt of thrombin 
is situated far in the alkaline range. At pH values at which clotting is possible, 
the thrombin molecules have a strong positive charge and profibrin has a 
pattern of positive and negative charges; it aggregates then as an autocomplex 
coacervate. 

The experiments described in this paper form an argument against the 
view that the clotting process is a denaturation of the fibrinogen. Coagulation 
of proteins due to denaturation is generally maximal near the isoelectric point 
because denaturation consists of an unfolding of the molecule, liberating the 
internal ionogenic groups of the molecule ((^. Haurowitz, 4) followed by an 
autocomplex coacervation of the stretched particles. Coagulation of fibrinogen 
with thrombin,' however, does not take place near the isoelectric point of the 
fibrinogen, but only at higher pH values. Further, denaturation of fibrinogen 
is greatly increased, clotting by thrombin, however, always inhibited by NaCl. 

Although the process of clotting can be explained without denaturation, 
and there exist strong arguments against its participation in the clotting 
process, I shall not yet exclude the possibility that after the formation of 
fibrin certain changes might occur in the fibrinogen part of the fibrin, which 
are similar to denaturation. However, up to now there have been no argu- 
ments in favour of such a view. 

6. The Mechanism- of the Clotting 'Process 

As has been shown in the foregoing paragraphs, the first event in the clotting 
of fibrinogen is the formation of a compound of fibrinogen and thrombin, 
called profibrin. This reaction can be studied separately at pH 5.1; it does 
not cause any physical change of the fibrin solution which might give an 
indication of a beginning polymerisation, or of a change of form of the fibri- 
nogen molecule. 

At pH values at which clotting is possible fibrinogen is negatively, thrombin 
positively charged and the profibrin has a pattern of positive and negative 
charges. As in the formation of an autocomplex coacervate, these changes 
cause an aggregation of the profibrin by electrostatic attraction. 

One must keep in mind, however, that these electrostatic forces are not the 
only attractions operating between two profibrin particles. The numerous 

O H 
I 

— C — N — groups likewise attract each other; this attraction alone is 
insufficient to make the fibrinogen insoluble, but it supports the electrostatic 
effect. By means of salts the electrostatic effect is ruled out, clotting therefore 
prevented; with mea, however, the attraction of the second kind is decreased, 
so that likewise the attraction between the profibrin molecules is lowered. 
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It is therefore not astonishing that at low concentrations of thrombin urea 
inhibits not only the reaction between thrombin and fibrinogen, but the ag- 
gregation of the profibrin too; vnth much thrombin, howeN-er, the electrostatic 



Fio. 6, Increase of the viscosity of a fibrinogen solution, which clots slowly under 
the action of a small amount of thrombin. 3 cm.® fibrinogen X 0.2 cm.® thrombin 
2 units per cm.®. 



Fig. 7. Schematical representation of the poljTnerisation of profibriti to fibrin. 

attraction dominates to such a degree that now urea hardly affects the second 
phase of the reaction (section 4). Such a parallel action of electrostatic and 
hydrogen bonds is not a special property of profibrin. It has been found by 
the author (9) in the case of aggregated myosin, and in unpublished investi- 
gations on the gelatin micelles, and probably the same will be found in other 
proteins too. 
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If fibrinogen is allowed to stand with a small quantity of thrombin, so that 
clotting takes a considerable time, it is found that from the very first moment 
the viscosity of the solution gradually rises (Fig. 6). Now the viscosity of the 
solution of an anisometric protein is determined by the proportion Z/d of 
length and diameter of the molecules (compare the author’s analysis of the 
viscosity of myosin, 8). Thus under the action of thrombin the asymmetry of 
the anisometric fibrinogen molecules increases. The aggregation of the 
profibrin thus takes place mainly or exclusively in longitudinal direction 
(Fig. 7, A). 

In further stages of the process the different micelles, while still increasing 
in length, are more and more connected mutually, till at the end the entire 
solution solidifies to a gel (Fig. 7, B). But after solidification the reaction 
proceeds still further, under the formation of cjy’^stalline micelles (Fig. 7, C) 
(the existence of which is proved by Rontgen analysis) till all the thrombin 
and fibrinogen is e.xhausted. 

SUMMARY 

It is found that clotting of fibrinogen by thrombin does not occur on the 
acid side of the isoelectric point of the fibrinogen. At such pH values, however, 
a primary reaction between thrombin and fibrinogen takes place, leading to 
the formation of profibrin, a compound of thrombin and fibrinogen. 

At pH values at which clotting is possible, fibrinogen is negatively, thrombin 
positively charged, whereas profibrin has a pattern of positive and negative 
charges. 

The primary reaction, the formation of profibrin by combination of thrombin 
and fibrinogen, is inhibited by urea but not by neutral salts. The combination 
of thrombin with fibrinogen most probably takes place by hydrogen bonds. 

The second reaction, the polymerisation of profibrin to fibrin, is inhibited 
by neutral salts in the same way as complex or autocomplex coacervates. It is 
caused therefore by electrostatic attraction between the positive and the 
negative charges of the profibrin. 
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The isolation of crystalline ribonuclease by Kunitz (1) provided a specific 
enzymatic reagent -which has been widely used in the study of ribonucleic 
add. Our interest in obtaining a purified preparation of the corresponding 
enzyme acting on nucleic add of the desoxyribose type arose in connection 
with studies on the chemical nature of the substance inducing transformation 
of pneumococcal types. Highly purified preparations of the transforming 
substance isolated from Pneumococcus Type III have been shown to consist 
largely, if not exclusively, of desoxjTibonudeic acid, and evidence has been 
obtained which indicates that the nucleic add is itself responsible for biological 
activity (2). Since it seemed desirable to provide confirmatory evident 
regarding the nature of the transforming substance by the use of specific enzy- 
matic techniques, a study of the enzyme which attacks native desoxyribo- 
nucleic acid was undertaken, especially with a dew to obtaining the enzyme in 
purified form. 


The enzyme which breaks down highly polymerized desoxyribonucleic add has 
been knowm for many years under various names. In 1903, Araki (3) reported that 
crude preparations of trypsin and erepsin brought about liquefaction of gels of or- 
thymonucleate prepared according to the method of Neumann (4) Although Arald 
interpreted the effect as being proteolytic in nature, his experiments represent the first 
observ'ations on the enzjTnatic breakdown of this tjpe of nudeic add. Two years 
later Sachs (S) demonstrated that liquefaction of the nudeate gel by pancreatic 
extracts is caused by an enzyme distinct from trjpsin, and further presented evidence 
indicating that tD^psin rapidly inactu-ates the nudease. De la Blanchardiere (6) 
confirmed the findings of Sachs, and made several unsuccessful attempts to separate 
the nuclease from the inacti\'ating tryptic enzymes. This writer also devised a more 
quantitative method of measuring the nudease activity by following the fall in vis- 
cosity of a dilute solution of thjTnonudeate during digestion with the enzjmie. 

All of the early workers were somewhat handicapped by the poorly defined char- 
acter of the substrate used in the enz>Tne studies. Neumann’s method of obtaining 
a-thjTnonudeate from the thjTiius gland depended on the use of heat and alkali, 


* The Bureau of Mcdidne and Surgery of the U. S. Navy does not necessarily 
undertake to endorse the views or opinions which arc expressed in this paper. 
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which inevitably resulted in a partial breakdown of the material, so that the finn] 
preparation consisted of a mixture of hydrolytic products. Experimental demon- 
stration of this partial destruction has been provided by the ultracentrifuge studies of 
Schmidt, Pickels, and Levene (7) who showed that nucleic acid of the Neumann type 
sediments with a very diffuse boundary, and that the estimated particle weight varies 
from 50,000 to above 1,000,000. 

The first studies in which a more suitable substrate was used were those of Green- 
stein and Jenrette (8) who employed sodium thymonucleate prepared by the method 
of Hammarsten (9). This method avoids the use of drastic reagents, and all pro- 
cedures are carried out at 0°C. and at neutrality. The preparations so obtained are 
considerably more homogeneous and highly polymerized than those obtained by 
Neumann’s method. Greenstein and Jenrette were primarily interested in the com- 
parison of the nuclease activity of normal and cancerous tissues, and they investigated 
a wide variety of organs for the presence of the enzyme, which they now refer to as 
desoxyribonucleodepolymerase (10), The activity of the enzyme was determined by 
measuring the progressive fall in viscosity of the nucleate solution when mixed with 
tissue extracts. It was shown that the enzyme is present in a large number of organs, 
as well as in the milk and sera of certain mammalian species. 

In the several studies mentioned, as well as in others, such as those of Feulgen 
(11), in which the enzyme was used in investigating the end products of diges- 
tion of nucleic acid, relatively crude tissue extracts were employed as the source 
of the enzyme. In the present paper a method is described for the purification 
of this enzyme, which for purposes of convenience ivill hereinafter be referred 
to as desoxyribonuclease. In addition, certain observations are reported 
on the chemical properties and kinetics of action of the purified enzyme. The 
effect of the purified enzyme on the biological activity of the pneumocdccal 
transforming substance will be the subject of a separate communication (12). 

EXPERIMENTAL 

Measurement, of Desoxyribonuclease Activity 

Source of Enzyme. — ^The results of previous investigators indicate that pancreas 
is by far the richest source of desoxyribonuclease available. Commercial pancreatin 
was used early in the present study, and was found to provide highly active enzyme 
preparations. However, attempted fractionation of pancreatin was not particularly 
successful, and the use of this type of material was discontinued in favor of fresh beef 
pancreas. 

Substrate. — Sodium desoxyribonucleatc was prepared from calf thymus by the 
method described by Mirsky (13). In this procedure, minced tissue is thoroughly 
w’ashed with 0.14 M NaCl and then extracted with 1 M NaCl to obtain the nucleohis- 
tone. Purification of the nucleohistone is achieved by repeated precipitation at a 
concentration of 0.14 m NaCl, and resolution in 1 ir NaCl. The histone is then re- 
moved by shaking the solution with chloroform and amyl alcohol, the process being 
repeated until no further chloroform-protein gel is formed. Deproteinization is 
considerably facilitated by first dissodating the nudeic add and histone by the addi- 
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tion of alkali to the 1 it NaCl solution (14). The criterion for dissociation is the lack 
of formation of a fibrous precipitate when a sample of the solution is diluted with six 
volumes of water. The deprotemized sodium desoxyribonudeate is predpitated by 
alcohol, washed with absolute alcohol and ether, and dried in vacuo. 

A characteristic sample of sodium desoxyribonudeate prepared by this method 
has a phosphorus content of 8.12 per cent and nitrogen content of 13.5 per cent (nitro- 
gen-phosphorus ratio 1.66). The material dksolves readily in water to give dear, 
highly viscous solutions which may be stored in the refrigerator for long periods of 
time without loss of viscosity. Even at higher temperatures, e.g. 37®C., there is no 
apparent loss of viscosity over a period of several days. The fact that the nudeate 
sc^iitkms shoji’littl'V evi'deace oS spantSQeoas depolynieiiz&thrt cnh/iaces the reliability 
of a method of measuring enzymatic breakdown based on decrease in viscosity. 

Method oj Measuring Enzyme Aciitnty . — Measurement of the progressive fall in 
viscosity of nudeate solutions during treatment with the enzyme has yielded constant 
and reproducible results and has proved a reliable method for determining enzymatic 
activity. The test is carried out as follow's: In all the experiments recorded in this 
paper Ostwald viscosimeters with a uniform capillary size, giving a flow time for 
water of from 80 to 100 seconds have been used. 4.8 cc. of a 0.05 to 0.1 per cent solu- 
tion of sodium desoxyribonudeate in veronal buffer pH 7.5 are introduced into the, 
viscosimeter, which is then placed in a water bath at 30*C. The concentration of 
substrate is selected so as to give an initial viscosity of not over 3 to 4 times that of 
water, in order that the rate of flow— and thus the time required for each reading- 
will not be too greatly prolonged. To 4.8 cc. of substrate, 0.2 cc. of the enzyme dilu- 
tion is added at zero time, thoroughly mixed \vith the substrate, and readings of vis- 
cosity are made atintervals over a period of about 30 minutes. The enzyme solution 
under test is diluted so as to give a rate of fall in viscosity that is constant for at least 
10 minutes. 

The use of a constant external pressure in measuring the viscosity of desoxyribonu- 
deate solutions has been emphasized by Greenstein (8) because of the structural vis- 
cosity displayed by these solutions. Under the ronditions of the present experiments, 
in which dilute solutions of desoxyribonudeate are used, the application of an exter- 
nal pressure of 16 cm. HjO was found to have little effect on the slope of the viscosity 
curves or on the reprodudbility of the results, and consequently in the interest of 
simplicity external pressure was not employed in the routine procedure. 

Magnesium Activation . — In the course of preparative procedures it was 
observed that the activity of desoityribonuclease is greatly reduced following 
dialysis, and that original activity can be completely restored by the addition 
of magnesium ion to the dialyzed material. Thus, the enzyme is apparently 
among those requiring a metallic activator. Manganese can replace magnesium 
and is equally effective at an equivalent molar concentration. Zint also acti- 
vates slightly but is Jess effective than znagoeshm or manganese. Calcium 
and iron have no activating effect. 

The optimum concentration of magnesium ion is in the order of 0.003 li, 
and as a routine procedure the enzyinc dilutions are made in 0.075 1 £ MgSOi so 
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that the final concentration in the viscosimeter is 0.003 m (i.e., after adding 
0.2 cc. of the enzyme dilution to 4.8 cc. of substrate). 

Effect of Varying Enzyme Concentration . — In initial studies it was found 
that the effect of varying enzyme concentration on the rate of fall in viscosity 
of the substrate was irregular and unpredictable. Thus, there appeared to be 
no regular relationship between the concentration of enzyme and the rate of 




Figs. 1 and 2. Effect of varying the enzyme concentration and the use of gelatin 
as a protective agent Fig. 1 shows the discrepancy in proportionality between the 
concentration of enayme and the rate of fall in viscosity in the absence of a protective 
agent. Fig. 2 illustrates an experiment carried out under the same conditions, except 
that gelatin was added to the system in a final concentration of 0.01 per cent. In this 
case a direct relationship is shown between the concentration of enzyme and the rate of 
fall in viscosity. 

reaction, and it was not possible to relate the activity of one enzyme preparation 
to another on the basis of rate of fall in viscosity. A typical experiment is 
illustrated in Fig. 1. Twofold decreases in enzyme concentration were made. 
In decreasing the final concentration from 0.006 mg. per cc. to 0.003 mg. per 
cc. there resulted a fiivefold decrease in the slope of the viscosity curve, and 
with a further twofold decrease in enzyme concentration activity was no longer 
detectable. It was thought that this discrepancy in results was probably 
explicable on the basis of denaturation of the enzyme protein in dilute solu- 
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tion, and that the addition of a protective colloid to the system might prevent 
inactivation of the enzyme. Since gelatin has been used successfully as a 
protective to prevent or retard loss of activity in the case of other enzymes, 
such as tyrosinase (15) and ascorbic acid oxidase (16), its effect was tested 
in the desoxyribonuclease system. An experiment in which gelatin was used 
as protective agent is recorded in Fig. 2. The enzyme preparation and con- 
centrations were the same as those of the preceding experiment (Fig. 1.) The 
enzyme diluent contained, in addition to the MgS 04 , gelatin in a concentration 



Time 

Fig. 3. Effect of varying the concentration of the substrate, sodium desoxyribonu- 
cleate. 

of 0.25 per cent. The final concentration of gelatin in the viscosimeter was 
therefore 0.01 per cent, and this amount of gelatin exerted no measurable effect 
on the viscosity of the substrate. The effect of gelatin in protecting the enzyme 
was striking. In contrast to measurements carried out without gelatin (Fig. 
1), twofold reductions in enzyme concentration resulted in a corresponding 
twofold decrease in the slope of the viscosity curve (Fig. 2). 

Thus in a system containing gelatin the inactivation of the enzyme is suffi- 
ciently reduced so that a direct relationship is shown betw’een the concentration 
of the enzyme and the rate of fall in viscc^ity, and it is possible to diaracterize 
the activity of a given enzyme preparation from the slope of a single cun.’c. 
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In some later experiments 1 per cent neopeptone has been used in place of 
gelatin. Identical results are obtained in terms of activity, and indeed very 
dilute solutions of the enzyme retain activity for longer periods of time in 
neopeptone than in gelatin. (See below.) 

Effect of Varying the Substrate Comentraiion. — ^The effect of varying the 
substrate concentration was studied only within a relatively narrow range in 
which the viscosity of the solution allowed rapid measurement of enzyme activ- 
ity. An experiment in which the same enz)ntne preparation was tested against 
sodium desoxyribonucleate in concentrations of 0.63, 0.75, 0.88, and 1.0 mg. 
per cc. is illustrated in Fig. 3. The initial relative viscosity varied from below 
3 to almost 5. The slopes of the curves at the various concentrations are 
identical, showing that the rate of fall in viscosity is independent of the sub- 
strate concentration within these narrow limits. Thus, under the conditions 
of the test, the concentration of the enzyme is the limiting factor in determining 
the rate of faU in viscosity. 

In summary, the activity of the enzyme is tested against a 0.05 to 0.1 per 
cent solution of sodium desox)T:ibdnucleate in m/40 veronal buffer pH 7.5 
at 30°C. in the presence of 0.003 M magnesium and 0.01 per cent gelatin. 
For the purpose of comparing the activity of various preparations, one unit 
of the enzyme has been defined as that amount which causes a fall of 1.0 in 
relative viscosity in 20 mmutes under the conditions described. 

Isolation ani Purification of the Enzyme 

The major difficulty encountered in purification of desoxyribonuclease was 
the marked susceptibility of the enzyme to destruction by the action of prote- 
olytic enzymes in the source material. Thus, pancreatic extracts with extraor- 
dinarily high desoxyribonuclease activity were readily obtained by extraction 
of fresh pancreas with water, but the activity was rapidly lost as the proteolytic 
enzymes became activated. When fractionation procedures were attempted, 
solutions of the partially purified material proved to be unstable because of 
the contaminating tryptic enzymes. Therefore, although pancreas is the 
richest source of desoxyribonuclease, it has the disadvantage of having at the 
same time high concentrations of proteolytic enzymes, which in turn digest 
the active nuclease. 

This difficulty has been largely overcome by the use of the acid extract 
method described by Kunitz and Northrop (17) for the preparation of crystal- 
line chymotrypsin and trypsin from beef pancreas. Fractionation of the acid 
extract results in more effective separation of the nuclease from the proteolytic 
enzymes, and a simple procedure for obtaining desoxyribonuclease in a purified 
form has been devised. 

Following the procedure of Kunitz and Northrop, fresh beef pancreas is obtained 
at the slaughter house and immediately immersed in cold 0.25 N H 2 SO< to retard 
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autolytic processes during transportation. The pancreas is passed through a meat 
grinder, and the ground tissue suspended in two volumes of cold 0.25 n H 2 S 04 . Ex- 
traction IS allowed to proceed in the refrigerator overnight, and the suspension is then 
filtered through cheesecloth. The residue is reextracted with one volume of 0.25 n 
H 2 SO 4 , and immediately filtered through cheesecloth. The combined filtrates are 
brought to 0.2 saturation with ammonium sulfate by the addition of 114 gra. of solid 


TABLE I 

Preparation of Desoxyrihonuelease 


FrxcUon 

Amcniat 

Total activity 
' UuU 

Units per mg. 
protein* 

Beef pancreas ! 

Extracted with 0 . 25 K HaSO^. Fil- 
tered through cheesedoth 

10 pounds 



Add extract 

Brought to 0.2 saturation with solid 
(NHtljSOj. Filtered with aid of fil- 
ter cel 

9 liters 

3 X lO’J 


Filtrate atO. 2 saturation (NH 4 ) 2 S 04 
Brought to 0.4 saturation with 
(NH4)aS04 

9Bters 

3.5 X 10’ 

450 

Predpitate at 0.4 saturation | 

Refractionated twice between 0.17 
and 0.3 saturation (NH 4 ) 2 S 04 ' 

20 gm. 
(semidry) 

3 X 10’ 

5000 

Final predpitate at 0.3 saturation 

3-4 gm. 
(semidry) 

2 X 10’ 

7-10,000 

Dried enzyme 

1-2 gm. 

1-2 X 10’ 

7-10,000 


* Protein estimated colorimetrically with phenol reagent using method of Herriott (18). 

X The value for total activity of the add extract is consistently lower than that of the 
filtrate at 0.2 saturadon wth ammonium sulfate. This may possibly be explained on the 
bads of an inhibitor present in the initial extract whidi is lost on ftacUonation. 

salt per liter of filtrate. Ten gm. of filter cd and 10 gm. of standard super cel are 
added for each liter of filtrate, and filtration is carried out tvith suction on a large 
Buchner funnel. The predpitate is discarded. The dear, straw-colored 0.2 satu- 
rated filtrate is brought to 0.4 saturation by the addition of 12 1 gm. of solid amm onium 
sulfate per liter, and the resulting predpitate is allowed to settle for 1 or 2 days in the 
refrigerator. The slightly turbid supernatant is siphoned off as far as possible, and 
the predpitate recovered on hard filter paper (Schleicher and SchuU No. 275). The 
predpitate at 0.4 saturation contains practically all of the desoxynbonudease. 
Chymotrypsinogen, trypsinogen, and ribonudease are present in the filtrate, which 
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can be subjected to further fractionation procedures, as described by Kunitz and 
Northrop (17) and by Kunitz (1) to obtain these enzymes in crystalline form. 

The precipitate at 0.4 saturation is redissolved in a small volume of water (SO cc. 
to each 10 gm. of moist precipitate) and brought to 0.17 saturation by the addition of 
20 cc. of saturated ammonium sulfate solution to each 100 cc. of enzyme solution. 
A small amount of precipitate forms, which is removed by filtration after stirring in 
2 gm. of standard super cel for each 100 cc. of solution. The filtrate is brought to 
0.3 saturation with ammonium sulfate, and the precipitate formed is recovered on 
hard paper. This precipitate is dissolved in water and refractionated between 0.17 
and 0.3 saturation with ammonium sulfate. Precipitation of the enzyme at the 
relatively low concentrations of ammonium sulfate used is dependent upon the pH 
and concentration of the solution. The pH of the solutions from which the enzyme 
is precipitated at 0,3 saturation is 4.0-4.5, and if the pH is increased to 7 or above, 
considerably larger amounts of salt are required to bring down the desoxyribonuclease. 

The final 0.3 saturated precipitate is dissolved in a small volume of water (10 to 
20 cc.) and dialyzed in the cold against 0.002 n H2SO4. The dialyzed solution is then 
dried in vacuo from the frozen state. A summary of the method of preparation, 
giving average values for the amount and activity of the various fractions is pre- 
sented in Table I. 

The yield of dried enzyme from 10 pounds of pancreas is 1 to 2 gm. Numer- 
ous attempts have been made to crystallize this purified product, but none 
has so far been successful. 

Properties of the Purified Enzyme 

General Properties . — The activity of the dried enzyme is well preserved on 
storage. The dried material dissolves readily in water to yield clear, colorless 
solutions with a pH between 4 and 5. The enzyme has its maximun stability 
in this pH range, so that aqueous solutions are relatively stable. At higher pH 
values, and especially above pH 7, loss of activity is much more rapid, but this ' 
instability may be chiefly the result of the action of small amounts of proteolytic 
enzymes still present in the purified preparations. 

Highly dilute solutions of the enz 3 me are unstable even in the presence of 
gelatin, and in order to obtain reproducible results it is necessary to measure 
activity immediately after preparation of the dilution. Increasing the amount 
of gelatin has not served to augment significantly the stability of the dilute 
enzyme solutions, but as mentioned above, the activity of the enzyme is re- 
markably well preserved in complex mixtures such as neopeptone. Because 
of its complex nature and variable constitution, peptone cannot be considered 
ideal for this purpose, but it has proved very useful in those cases where stable 
dilutions are required. 

The results of preliminary studies in the electrophoresis apparatus indicate 
that the isoelectric point of the enzyme is from pH 5.0 to 5,2. One major 
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electrophoretic component is present with a small amount of at least one other 
component ^ 

Specific Activity on Sodium Desoxyribonuclcate — Purified preparations dis 
play high activity as measured by the fall in viscosity of desoxyribonucleic 
acid As indicated m Table I, the dried material contains approximately 
10,000 units per mg of protein Thus, 0 1 microgram of the enzyme represents 
one unit A definite effect can be demonstrated with enzyme concentrations 
of less than 0 01 micrograra per cc 

The measurement of activity of the dried enzyme is illustrated in Fig 4 
An aqueous solution containing 5 mg of enzyme per cc was diluted 100 fold 



4 Activity oi panS^ pr^tsti&ns 

in water in a volumetnc flask From this dilution a further 100 fold dilution 
(final 1 10,000) was made in the gelatin MgS 04 diluent 0 2 cc of this dilu- 
tion (contaming 0 1 microgram of enz 3 nne) was mixed with the substrate as 
described xmder measurement of activity The curves obtained with three 
separate preparations of the enzyme are recorded m Fig 4, and serve to demon- 
strate the uniformity in activity of different lots prepared by the method 
described 

Action oj the Purified Enzyme on Substrates Other Than Desoxyribonucleic 
Acid — The purified preparations were tested for enzymatic activity on a 
variety of substrates other than desoxyribonucleic aad in an attempt to 
obtain information as to the completeness of the separation from other con- 
stituents of the pancreatic extracts Proteolytic activity was measured using 
gelatin and casein as substrates The effect on the xiscosity of 2 5 per cent 

^ The author is indebted to Lieutenant Commander Vincent P Dole (MC) USNR, 
for carrymg out the electrophoresis experiments 
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gelatin at pH 7.5 was employed as a method of detecting minute amounts of 
proteolytic enzyme. One to two mg. of purified desoxyribonuclease caused 
no fall in the viscosity of 5.0 cc. of the gelatin solution, even after attempts 
to activate the enzyme solution, on the assumption that inactive precursors 
of the proteolytic enzymes (trypsinogen or ch 3 nnotrypsinogen) might be pres- 
ent. When 5 mg. of the enzyme were used, a slight effect was noted, corre- 
sponding to the effect given by 0.0005 mg. of crystalline trypsin when tested 
in the same system. 

At concentrations of 0.2 to 1.0 mg. per cc. the enzyme also caused definite 
proteolysis of a 2 per cent solution of casein (pH 7.8) as measured by the 
increase in t)a:osine not precipitable by trichloracetic acid. In general, casein 
seemed to be much more readily attacked than gelatin. These findings indi- 
cate that a small amount of some proteolytic enzyme is present in the purified 
preparations. 

The effect of the enzyme on ribonucleic acid was determined by using the 
method of Kunitz (1) for measuring ribonuclease activity. A 0.5 per cent 
solution of yeast nucleic acid was treated for 2 hours (at 37°C. and pH 5.0) 
with 5 mg. of the enzyme, with no resultant increase in acid-soluble phosphorus. 
The results indicate that desox)n‘ibonuclease has no action on ribonucleic 
acid, and this is in conformity with the observations of others on the speci- 
ficity of ribonuclease, which in turn has no action on desoxyribonucleic acid. 

The purified enzyme was also tested for lipase activity using tributyrin as 
substrate, and for alkaline phosphatase using sodium-/3-glycerophosphate. 
In neither instance was any evidence of splitting detected. It is concluded 
that the purified preparations do not contain significant amounts of lipase, 
phosphatase, or ribonuclease. 

Optimum pH . — ^The optimum pH for the action of the enzyme covers a 
broad range from 6.8 to 8.2. The viscosimetric method is not suitable for 
measurement of activity below pH 6, because in the acid range non-enzymatic 
depolymerization of the substrate occurs. 

Heat Liability . — ^In contrast to ribonuclease, which is remarkably heat- 
stable, desoxyribonuclease is readily inactivated by heat. Experiments car- 
ried out with 0.5 per cent solutions of desoxyribonuclease in n/100 HCl, in 
acetate buffer pH 5.0, and in veronal buffer pH 7.8 gave comparable results. 
In each case, heating at 55°C. for 15 minutes resulted in a loss of 90 per cent 
or more of the original activity, and after 1 hour no residual activity was 
detectable. 

Inhibition of Desoxyribonuclease . — In the course of studies on the pneumo- 
coccal transforming substance, it was observed that crude preparations 
of desoxyribonuclease from diverse sources were inhibited by sodium fluoride 
(2). It is now apparent that fluoride inhibition is probably related to the 
fact that the enzyme is magnesium-activated, since other magnesium-activated 
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enzymes have been shown to be inhibited by fluoride. A relatively high 
concentration of fluoride (0.02 to 0.1 m) is required for effective inhibition of 
desoxyribonuclease under the conditions of the test, and further study of the 
inhibition is not readily adaptable to the viscosimetric method because the 
precipitate of magnesium fluoride which is formed interferes with accurate 
measurement of viscosity. It has not been determined whether phosphate 
plays an important r61e in fluoride inhibition as it does in the case of the mag- 
nesium-activated enolase studied by Warburg and Christian (19). 

Citrate forms a soluble complex with magnesium similar to that which it 
forms with calcium. Because of this fact sodium citrate was tested for its 
effect on en 2 yme activity and was found to be a potent inhibitor. In 0.01 m 
concentration sodium citrate exerts a profound inhibitory effect on the mag- 



Fic. 5. Effect of citrate on magnesium-activated and manganese-activated 
desoxyribonuclease. 

nesium-activated enzyme even when relatively high concentrations of the 
enzyme are used. It is of interest, however, that citrate has no such inhibi- 
tory effect when manganese is used as the metallic activator. The results 
of an experiment showing the relationship between the nature of the metallic 
activator and citrate inhibition are given in Fig. 5. The same enzyme con- 
centration was used in each determination. It is evident that manganese and 
magnesium ion at 0.003 M concentration activated the enzyme equally. In 
the presence of 0.01 u sodium citrate, the magnesium-activated enzyme 
was completely inhibited, while there was no appreciable effect on the manga- 
nese-activated enzyme. 

Citrate has a similar marked inhibitory action on desoxyribonuclease in 
crude tissue extracts, and it thus seems likely that magnesium is the naturally 
occurring activator of the enzyme. In view of this fact, sodium citrate may 
prove useful as an inhibitor of desoj^ibonucleasc in biological material. It 
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has been found, for example, that the enzymatic breakdown of desoxyribonu- 
cleic acid which takes place during the autolysis of pnemnococci can be com- 
pletely prevented by citrate without otherwise affecting the course of lysis (20) 

Immunological Data . — ^Attemps were made to prepare antisera to desoxy- 
libonuclease by injecting rabbits intravenously with solutions of the enzyme 
protein. However, after repeated injections by the intravenous route, the 
sera of the treated animals showed neither precipitins nor inhibitory action 
on the enzyme. On the contrary, potent precipitating antisera were obtained 
by the intraperitoneal injection of alum-precipitated enzyme. 

A 1 per cent solution of enzyme (preparation 16) was mixed with an equal volume 
of 10 per cent potassium alum. The pH of the solution was brought to slightly above 
7 with N NaOH with the formation of a voluminous precipitate. The suspended 
precipitate was injected intraperitoneally without washing or centrifugation. Each 
of two rabbits received a single injection of 10 mg. of enzyme protein by this route. 
The sera obtained from these animals 1 week later possessed a high titer of specific 
precipitins. A second intraperitoneal injection of 50 mg. of alum-precipitated enzyme 
2 weeks later resulted in a considerable increase in antibody titer. 

In Table II are recorded qualitative precipitin tests with the homologous 
antigen as well as with crystalline preparations of ribonuclease, chymotrypsin, 
and trypsin which were prepared from a similar acid extract of beef pancreas.® 
The sera were diluted with 1.5 volumes of saline and mixed with an equal 
volume of the antigen dilutions in saline. Readings were made after incuba- 
tion at 37°C. for 2 hours and refrigeration overnight. 

The data in Table II show that desoxyribonuclease reacts with its antiserum 
in dilutions beyond 1 : 1,000,000, indicating a high degree of serological activity 
for a protein antigen. On the other hand, the crystalline preparations of 
ribonuclease, chymotr 3 q)sin, and trypsin show negligible cross-reactions with 
the desoxyribonuclease antiserum. Thus, although the desoxyribonuclease 
is produced by the same organ that elaborates ribonuclease and tryptic en- 
zymes, there is no evidence from the results of precipitin tests that would 
suggest a serological relationship on the basis of organ or species specificity. 
These results are in accord with the findings of TenBroeck (21), who showed 
that trypsin and chymotrypsin from the same species could be distinguished 
by means of the anaphylactic test. Thus, the incomplete evidence suggests 
that each of several enzymes making up a part of the external secretion of the 
same organ have a distinct serological specificity as well as enzyme specificity. 

Evidence for the presence of a species-specific antibody in the desoxyxibonu- 
clease antisera is afforded by the fact that precipitates are obtained when beef 

- The samples of ciystaliine enzymes were obtained through the courtesy of Dr. 
John H. Northrop and Dr. M. Kunitz of The Rockefeller Institute for Medical Re- 
search, Princeton, New Jersey. 
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serum is used as antigen. However, the amount of precipitate obtained is 
relatively small. All the cross-reacting precipitins can be removed by adsorp- 
tion with beef serum, with only a slight decrease in the titer of antibody specif- 
ically reactive with the purified enzyme. It is likely that the beef serum reac- 
tive antibody is formed as the result of the presence of extraneous protein in 
the desoxyribonuclease preparation used as immunizing antigen. In this 
connection it is of interest that antisera prepared against crystalline ribonu- 
clease by Smolens and Sevag (22) showed no evidence of cross-reaction with 
beef serum. The possibility of cross-reaclmty with trypsin and chymotrypsin 
was not tested by these authors. 


TABLE II 

Precipitin Tests twVA Anlidescxyribcnuclease JRahhit Serum 


Aatirtn 

lUbblt 


Fbttl dilution ol nntiges 




1:10,000 

1:30,000 

1:100,000 

1:300,000 

1:1,000,000 

DesQxyribonu- 

Normal 


- 

0 

0 

0 

— 

dease (prepa- 
ration 16) 

Immune 

++++ 

++++ 

+++ 

++ 

++ 


Ribonudease 

Normal 


— 

0 

0 

0 


(crystalline) 

Immune 

- 

- 

- 

- 

- 


Trypsin (crya- 

Normal 


- 

0 

0 

0 


talline) 

Immune 


— 

Trace 

Ft. trace 

“* 


Chymotrypsin 

Normal 


— 

0 

0 

0 


(crystalline) 

Immune 



V. ft. trace 

V. ft. trace 

— 



-i'-b++ marked predpitatioa with dear supemaUnt. 

— *= no predpitation. 

0 *=» indicates that reactions were not carried out at higher dilutions of antigen 
with serum of the same rabbit, obtained before immunuation w'as begun. 

Effect oj Specific Antibody on Enzyme Activity , — The specific antisera were 
tested for their effect on the ezymatic activity of desoxyribonuclease. The 
viscosimetric tests for nuclease activity were carried out as previously described, 
except that in this instance the final dilution of the enzyme was made in the 
presence of the antiserum under test, rather than in the gelatin diluent. 

A 5 mg. per cc. solution of enzyme (preparation 16) was diluted 1:1000 in the 
gelatin diluent. A further 1:5 dilution of this solution was made in normal and im- 
mune rabbit serum in concentrations of S and 20 per cent. The serum dilutions 
contained 0.075 li MgSO^. After IS minutes at room temperature, 0.2 cc. of the 
serum-enzyme mixtures was tested for actmty in the usual system of buffered dc- 
soxyribonudeate with a final volume pf 5.0 cc. The final concentrations of serum 
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were therefore 0.8 per cent and 0.2 per cent, and the final concentration of en 2 yme was 
0.04 micrograms per cc. The tests were carried out in the range of antibody excess, 
and no visible immune precipitate appeared in either the final enzyme dilution or in 
the viscosimeter. The results are recorded in Fig. 6. 

The presence of 0.8 per cent immune serum resulted in almost complete 
inhibition of the enz)nne as compared with the activity of the same enz 5 Tne 
concentration in the presence of 0.8 per cent normal serum. When the serum 
concentration was reduced fourfold, the effect was less marked, but about 60 
per cent inhibition was obtained. Similar results were obtained on repeated 
test, and also with serum adsorbed with beef serum, and it would appear that 



Time 


Fig. 6. Effect of specific antibody on the enzymatic activity of desoxyribonuclease. 

under the conditions described, desoxyribonuclease falls in that group of en- 
zymes which are inhibited by their specific antibodies. 

DISCUSSION 

The present paper describes the purification and properties of an enzyme 
isolated from beef pancreas which attacks native desoxyribonucleic acid. 
This desoxyribonuclease has been obtained in a highly active and relatively 
purified form, but has not been crystallized. The enzyme is activated by 
either magnesium or manganese, and its activity is dependent upon the presence 
of one or the other of these ions in the system. 

Previous workers have characterized the action of the enzyme as a depoly- 
merization, since no release of inorganic phosphorus or other readily dialyzable 
substance occurs, and the end products of the reaction are apparently relatively 
large in size. Notwithstanding the fact that the enzyme causes only a limited 
breakdowm of the nucleic acid molecule, its primary action is essential for fur- 
ther degradation of this substance by other enzymes. For example, Schmidt, 
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Pickels, and Levene (7) showed that the high polymer desoxyribonucleic acid 
prepared by the Hammarsten method was not dephosphorylated by a purified 
intestinal nucleophosphatase, whereas the latter enzyme could split off phos- 
phorus from the more degraded form of nucleic acid as prepared by Neumaim 
or Levene. After pretreatment of the Hammarsten nucleic acid with pancre- 
atin, until it no longer gave a fibrous precipitate with alcohol, the material 
was readily dephosphorylated. Thus, enz 3 nnatic depolymerization was 
required before the dephosphorylating enzyme could act. 

More recently Wilson (23) has found that strains of hemolytic streptococcus 
which require certain purines for growth in vitro are unable to utilize highly 
polymerized desoxyribonucleic acid as a sour<^ of these purines. However, 
the same preparation of nucleic acid after hydrolysis by purified desoxyribonu- 
dease supplies the essential growth factor. The streptococcus apparently 
lacks an enzyme analogous to desoxyribonudease, but is capable of metaboliz- 
ing the units which represent the end products of action of this enzyme. 

In the light of these and other similar observations, it seems apparent that 
desoxyribonudease is a true “nuclease” in that it splits the intact nudeic 
acid molecule and must act before further enzymatic degradation can occur. 
For this reason, and in the interest of brevity, the name desoxyribonudease 
has been used in this paper in preference to the term desoxyribonucleodepoly- 
merase suggested by Greenstein. 

For the purpose of standardizing the conditions, all the experiments described 
in the present paper were carried out with the highly polymerized form of 
deso^ribonudeic add obtained from a single source, calf thymus. However, 
the enzyme appears to attack indiscriminately desoxyribonudeic add irom a 
variety of animal and bacterial cells. Similar preparations of desoxyribonu- 
deic add from beef spleen, shad sperm, and pneumococci are broken down at 
the same rate and under the same conditions which obtained in the case of 
calf thymus nudeic acid. 

At present there has been no effective procedure developed for removing 
the traces of proteolytic enzyme which are present as contaminant in the 
desoxyribonudease preparations. Fortunately, the activity of the nuclease 
is suffidently great so that it may be diluted far beyond the range of detectable 
proteolytic activity. Thus, while the proteolytic activity of the best prep- 
arations can be demonstrated only when 1 mg.percc. of the enzyme is used, the 
desoj^bonudease is active at concsntratlons below 0.01 microgram per cc. 
The disproportion between the two types of enzymatic activity is more than 
adequate to allow practical use of the nuclease under conditions in which pro- 
teolytic activity is totally absent. For example, 0.01 mg. per cc. final concen- 
tration of the enzyme causes almost instantaneous loss of viscosity of a desoxy- 
ribonucleate solution, but at this concentration none of the ordinary protein 
substrates is attacked. 
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Detailed investigations of the enzyme in the electrophoresis apparatus or 
ultracentrifuge have not been carried out, and it is hoped that greater puri- 
fication of the enzyme can be accomplished by means of crystallization before 
study of the physical properties or molecular size is attempted. The degree 
of purification of desoxyxibonuclease achieved in the present work, together 
with the information obtained concerning the properties of the enzyme, is 
sufficient to provide the specific enzymatic reagent that was sought for use in 
the study of the transforming substance of Pneumococcus. 

SUMMARY 

1. A method is described for the isolation and purification of desoxyribonu- 
clease from a 0.25 N sulfuric acid extract of beef pancreas. The activity of 
the enzyme is measured by a viscosimetric method using sodium desox 3 T:ibonu- 
cleate from calf th 3 mius as substrate. 

2. The enzyme is highly active, a measurable effect being obtained at con- 
centrations of less than 0.01 microgram per cc. In highly dilute solution the 
enzyme is rapidly inactivated, and the use of a protective agent such as gelatin 
or peptone is necessary. 

3. The purified material contains traces of a proteolytic enzyme, but displays 
no ribonuclease, lipase, or phosphatase activity. 

4. The enzyme requires activation by magnesium or manganese ion, and 
citrate serves as a potent inhibitor of the magnesium-activated enzyme. 

5. Its enzymatic activity is inhibited by the specific antibody present in 
the serum of rabbits immunized with enzyme protein. 

Addendum . — ^After the present work was finished and the manuscript com- 
pleted, a paper came to our attention which describes the purification of the 
same enzyme under the name thymo-polymucleotidase (Fischer, F. G., Bottger, 
I., and Lehmann-Echternacht, H., Z. physiol. Chem., 1941, 271, 246). Al- 
though the paper has not been available locally, due to the international 
situation, a photostatic reproduction has been obtained. The German workers 
prepared the enzyme from both dried and fresh pancreas. One of the methods 
described involves ammonium sulfate fractionation of an acid extract of beef 
pancreas, and in general the procedure is simOar to the method presented 
above, except in the final steps of purification. It is impossible to compare the 
activity of their preparations with those made in this Laboratory, however, 
because entirely different methods of measuring activity are employed. The 
fact that magnesium ion is essential for the action of the enzyme is pointed 
out, and it is stated that arsenate and arsanilic acid inhibit completely at 
10"^ M concentration. These workers demonstrated that their preparations 
had no activity on a variety of substrates other than nucleic acid, includ- 
ing gelatin, ribonucleic acid, nucleotides, nucleosides, and several organic 
phosphates. 
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In the light o£ this article, part of the present paper represents independent 
confirmation of the work of Fischer el ah 
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ISOLATION or PURE HEXOKINASE FROM YEAST* 


By LOUIS BERGER, MILTON W SIXIN, SIDNEY P COLOWICK, and 
CARL r CORI 

{Vrom the Department of Pharmacology^ Washington Umierstly School of Medicine, 
St Louts) 

(Received for publication, November 1, 1945) 

Hexokmase, the enzyme which catalyzes the reaction, 

Adenosinetriphosphate + glucose — * adenosinediphosphate + glucose 6-phosphate 

has been obtained m pure form from baker’s yeast b> a method based chiefly 
on fractional precipitation with alcohol 1 mg of the pure protein catalyzes 
the transfer of 4 2 mg P per minute at 30® and pH 7 5 The reported cr> stal 
lization of the protein from dilute alcohol is not readily reproducible Crystal 
lization from ammonium sulfate (Fig 1) according to the procedure of Kunitz 
and McDonald does not change the specific activity of this material 

* This work was done under National Defense Research Committee Contract No 
OEMsr 123 under the auspices of the Office of Scientific Research and Development, 
which assumes no responsibility for the accurac> of the above statement The expen 
mental procedure will be published as soon as permission is received from the National 
Defense Research Committee 
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Fig. 1. crystalline hexokinase from baker’s yeast. X 150. 



ISOLATION or CRYSTALLINE HEXOKINASE AND OTHER 
PROTEINS PROM YEAST* 

By M KUNITZ \Ntt MARGARET R McDONALD 
(From the Laboratories of The Rockefeller Institute for Medical Research, Princeton, 
New Jersey) 

(Recei\cd for publication, No\ ember 1, 1945) 

Hexokinase has been isolated from baker’s yeast and crjstallized (Fig 1) 
Three other proteins of yeast were also crystallized during the course of this 
work (Figs 2to4) One of these proteins is jellow (Fig 4) and Ins a prosthetic 
group closely related to fla\ in No enzymatic activity could be detected m 
the case of these three proteins 

*This work was done under Contract No OEMsr 129 under the au'ipices of the 
Office of Scientific Research and De\clopment, which as'^umes no rcsponsibilit) for 
the accuracy of the above statement The experimental procedure will be published 
as soon as permission is receiv ed from the National Defense Research Committee 
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Fig 2 Yeast protein, No 2, X 129 5 
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CRYSTALLINE SOYBEAN TRYPSIN INHIBITOR 
Bv M KUXITZ 

(Fro»i the Lahoratoncs of The Rochcfctler tnsUtute for Medical Rtsearch, Pnncdon, 
AVit Jersey) 

(Receded for publication, No^ ember S, 1915) 

1 Method of Isolation 

In a recent publication (1) the writer reported the isolation from sosbean 
meal of a crystalline protein of the globulin t\ pe %\ Inch inhibits the proteoU lie 
action of trypsin 

The method of isolation of the inhibitor crystals consists essentiallj m the 
follow mg operations 

Commercial soybean meal, defatted by a soKent extraction method hy the 
manufacturer, is washed in the hborator) with 80 per cent ethal alcohol 
This washing facilitates the filtrations throughout the subsequent operations 
The inhibitor, which is stable m acid, is then extracted from the meal with 
0 25 ^ sulfuric acid The acid extract is treated first with a small amount of 
bentonite winch adsorbs some of the inert protein and is rejected, and then 
with a larger amount of bentonite — enough to adsorb all the inhibitor protein, 
leaving behind other materials in the acid extract 
The inhibitor is eluted from the bentonite b> means of a dilute aqueous 
p>ndme solution, and the p>ridine is remoxed b> diah'sis 
The dial> zed solution is partl> punhed by adjusting the pH to 5 3 and filter- 
ing off the precipitate of inert material formed The inhibitor protein is then 
precipitated from solution b> adjusting the pH to 4 65 at 5-10®C Finally 
a concentrated solution of the amorphous material is adjusted with acid to 
pH 5 1 and left at 36° Crj-stals in the form of fine needles and thm hexagonal 
plates gradually appear (Fig 1) The cr>slalhzation is generally complete m 
5 to 6 hours The inhibitor ciyslals can be rccrj’Slallized from solution b> 
addition of alcohol (Fig 2) Tlie crjstals are then filtered, washed witli cold 
acetone, and dried m the air at room temperature The dried material retains 
its ciyslaUine structure, is doubly refractix’e, and has the same inhibiting power 
on tr\ psm as the non dried crystals isolated m the absence of alcoliol 
The details of the method of isolation are as follows — 

J Washing ud/i Per Cent Alcohol — 1000 gm cold proces‘;ed, defatted 
SO} bean meal' is added to a mixtuic of 2400 m) 95 per cent alcohol cooled to 

' So> bean meal, Nuln<=ox XXX, m the form of flakes, ‘supplied bx the Arclict- 
Daniels Midland Co , Chicago, Illmots, was u<c<l throughout this work According 
to the manufacturer’s statement, “the flakes were procxs'itd bx the <oI\ ent extraction 
method of manufacture and no heat was used ” 
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Fig. I. Soybean trypsin inhibitor crystallized in H 2 O. X 225. 


5°C. and of 450 ml. distilled water. The suspension is stirred well and left at 
20-25°C. for 30 minutes. It is then filtered with suction on a 32 cm. Buchner 
funnel through filter cloth.- The filtrate is rejected. 

- Filter cloth, 146 T W, supplied by the Filter Aledia Corporation, Irvington-on- 
Hudson, K. Y. 
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2. Extraction in 0.25 n Siilfurtc Acid . — ^The semidry meal is resuspended in 
5000 ml. 0,25 n sulfuric acid (7 ml. concentrated H 2 SO 4 per liter of water) 



Fig 2. Sojbcan tr>psin inhibitor cr>stalli/cd m 20 per cent alcohol. X 225. 


at 20-25°C. and left for 1 hour at room temperature with occasional stirrings 
The suspension is refiltered with suction on the same filter cloth. Tlie meal 
residue is rejected. 
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3. Removal of Inert Protein by Means of Bentonite. — 20 gm.of a stock mixture 
of one part b}^ weight of bentonite (U.S.P. Powder, Amend Drug and Chemical 
Co., New York) and an equal part of hyflo super cel (Johns-Manville Corpo- 
ration) is added to the acid filtrate and stirred for 10 minutes. The suspension 
is filtered with suction on 32 cm. No. 303 E & D filter paper (The Eaton- 
Dikeman Co., Mt. Holly Springs, Pennsylvania). The residue on the paper 
is washed twice with portions of 125 ml. of water. The residue is rejected. 

4. Adsorption of the Inhibitor on Bentonite. — 100 gm. of the stock of bentonite- 
super cel mixture is added gradually to the combined filtrate and washings 
from step No. 3. The solution is stirred gently while the bentonite mixture 
is added and the stirring is continued for 10 minutes. The suspension is 
filtered and the residue is washed, as described in step No. 3. The filtrate and 
washings are rejected. 

5. Elution with Pyridine and Dialysis. — The bentonite residue is stirred up 
with 270 ml. of water. At this stage the suspension can be stored in the re- 
frigerator overnight. The suspension is warmed to 25° C. and 30 ml. of pyr- 
idine (Stock No. 214, Eastman Kodak Co.) is added with stirring. The 
thick suspension is filtered with suction on 24 cm. No. 303 E & D filter paper 
in a hood. The filtration generally requires several hours. The residue on 
the funnel is washed once with 200 ml. 5 per cent pyridine in water. The 
combined filtrate and washing is dialyzed overnight in 12 inch long cellophane 
tubings® placed in a tall jar with running tap water, in the hood, if possible. 

6. Removal of Inert Material at pH 5.3. — The dialyzed solution, free of 
any gummy residue adhering to the dialysis tubes, is adjusted to pH 5.3 with 
the aid of about 2 ml, of 1 N HCl. (The pH is tested by the drop method on 
a plate using 0.1 m acetate buffers as standards and 0.01 per cent methyl red as 
an indicator.) 4 gm.of bentonite-super cel mixture is stirred into the solution 
which is then filtered with suction on a 15 cm. No. 303 E & D filter paper and 
the residue is washed several times with 15 ml. portions of water. The wash- 
ings, if not clear, are refiltered. The residue is rejected. 

7. First Precipitation of the Inhibitor at pH 4.65. — The combined filtrate and 
washings of step No. 6 is cooled to 5°C. and then titrated with 1 n HCI to 
pH 4.65 (tested carefully with 0.05 per cent bromcresol green on a drop plate). 
A heavy precipitate is formed which is filtered off at 5-8°C. on 15 cm. No. 
303 E & D filter paper on a Buchner funnel without suction. The filtration 
is completed with very light suction. Weight of filter cake 10 to 12 gm. The 
filtrate is rejected. 

S. Second preci pitalion at pH 4.65 . — The filter cake is suspended in 100 ml. 
of water cooled to 5°C., the water being added gradually to the precipitate 
and incorporated thoroughly with a porcelain spatula. 1 n NaOH is added 

® 27/32 “Nu Jax Wsking Cellulose Sausage Casing,” manufactured by The Visking 
Corporation, Chicago, Illinois. 
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drop by drop with stirring until the precipitate is dissolved. Care should be 
taken, however, not to raise the pH of the solution above 6.4. The clear so- 
lution is warmed to 25°C. and titrated slowly with 1 N HCI until a slight peN 
manent precipitate is formed. Two gm, of standard super cel is stirred into 
the solution which is then filtered with suction on 7 to 11 cm. No. 303 E & D 
filter paper. The residue on the paper is washed with several milliliters of 
water. The combined filtrate and washing is cooled to 5°C. and titrated to 
pH 4,65. It is filtered with lightsuction on 15 to 18 cm. No, 612 E & D filter 
paper at 5-8°C. Yield about 8 to 10 gm. of filter cake which is stored in re- 
frigerator. The filtrate is rejected. 

9. Crystallization .^ — The filter cake of step No. 8 (about 10 gm.) is ground 
up to a uniform suspension with 10 ml. of cold water and then warmed to about 
35°C. 0.5 N NaOH is added drop by drop with careful stirring until the pre- 
cipitate is almost completely dissolved and the pH of the solution is about 5.2. 
The clear solution is decanted into a 50 ml. centrifuge tube. Any residue in 
the beaker is stirred up with 1 to 2 ml. of cold water, dissolved with the aid of 
a drop of 0.1 n NaOH, and added to the main bulk of solution in the centrifuge 
tube which is then placed at 35-37®C. for crystallization. A heavy sediment 
of crystals is obtained within 5 to 6 hours. Inoculation with a few' crj'stals 
greatly facilitates the process of crystallization. The suspension is centrifuged 
for 10 minutes at about 3000 r.p.m. The residue is stored in the refrigerator, 
while the supernatant liquid is either stored or, if time permits, titrated with 
a few drops of 0.2 n HCI to pH 5.1 at 36-37'’C., inoculated, and left at that 
temperature. Another crop of crystals is gradually formed which is centri- 
fuged off after several hours and added to the first crop of crj'stals. The 
supernatant liquid is rejected. 

It is preferable to begin step No. 9 in the morning, so as to be able to cen-. 
trifuge before the end of the day. The cr>'stals, as w’ell as supernatant so^ 
lutions, should be stored overnight in the refrigerator. 

10. Recrysiallization . — The combined crj'stal lesidues of step No. 9 (about 
7 ml.) are stirred up with twice the volume of cold water and titrated with 
0.5 N NaOH to clearing, the final pH being about 6.0 The clear solution is 
warmed to 35®C. and titrated with 0.5 k HCI to pH 5. 1 when a slight permanent 
precipitate is formed. The solution is mixed with 2 gm. standard super cel 
and filtered clear with suction on a small No. 303 E & D filter paper. The 
filtrate is inoculated and left at 36-37®C. A heavy suspension of crystals 
forms gradually and is centrifuged after 5 to 6 hours. The residue is stored 
at 5®C. The pH of the supernatant liquid is readjusted with 1 to 2 drops 
of 0.2 N HCI to pH 5.1, inoculated, and left for several hours longer at 36- 
37°C. when another crop of crystals is formed which is centrifuged off and added 

* It is advisable to begin the cr>’Sla!lization (step No. 9) with at least SO gm. of 
amorphous precipitate collected from sewral preparations. 
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to the first crop. The final supernatant solution may yield still more crystals 
by cooling it to 5°C. and then adding one quarter of its Amlume of cold 95 
per cent alcohol as described in the following section. 

11. Crystallization in Dilute Alcohol. — Centrifuged crystals are stirred up 
with five times the volume of cold water, and 0.5 n NaOH is added drop by 
by drop until the crystals are all dissolved. The pH of the solution is not al- 
lowed, however, to rise above 6.6. The clear solution is titrated with 0.2 
N HCl to pH 5.2. Any precipitate formed is filtered off with suction on No. 
303 filter paper with the aid of 4 gm. of standard super cel per 100 ml. of so- 
lution. The residue on the funnel is washed with several milliliters of water. 
The volume of the filtrate and washings is mieasured and the solution is then 
cooled in an ice-water bath to about 5°C. A quarter of its volume of 95 per 
cent alcohol, cooled to 5°C., is added slowly to the cold solution. A heavy 
precipitate is formed. The pH of the mixture is adjusted with 0,2 n HCl to 
5.0 and left at 30°C. The amorphous precipitate changes within 2 hours 
into well formed hexagonal and rhomboid crystals and plates (Fig. 2) which 
settle rapidly to the bottom of the vessel. The supernatant solution is decanted 
every hour, adjusted with 0.2 n, or more dilute HCl to pH 5.0, and returned 
to the original vessel containing the settled crystals. This is continued for 
several hours until no formation of precipitate is noticed on adjusting the pH 
of the supernatant solution to 5.0. The crystallization mixture is then allowed 
to stand at 30°C. for 30 minutes longer and then filtered with suction on hard- 
ened paper, washed on the funnel several times with cold acetone, and al- 
lowed to dry in the roo.m for 24 hours. It is stored in the refrigerator. 

12. Recrystallization in Alcohol. — The dry crystals are suspended in thirty 
times their weight of cold water, allowed to soak for 5 to 10 minutes, and then 
treated exactly as in step No. 11. 

Yield 

The yield of trypsin inhibitor crystals varies considerably with the stock 
of soybean meal used. Nutrisoy XXX generally yields about 1 gm. of four 
times crystallized inhibitor per 1000 gm. of meal. 

The writer has been assisted in this work by Evel 3 m Savitzky and Helen 
Carroll Larkin. 
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AN IMPROVED METHOD FOR THE CRYSTALLIZATION 
or TRYPSIN 
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(Frotn IJic Laboratones of The Rockefeller Jnshtutc for Medical Research, Princeton, 
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(Recei\ cd for publication, October 25, 1945) 

The jields of crystalline try^psin prepared b> the original method (1) are 
generally far belotv the \ aloes to be expected if all of the trypsinogen were 
changed into liyTisin The specific aclnitx of the enzymie also tends to be 
low This la due to a second reaction (2) which occurs simultaneou'^h with 
the transformation of try^isinogen into tiypsm — part of the trv'psmogen is 
transformed into an “inert protein” which cannot be changed into tryTism 
b\ any' known means The formation of “inert protein” can be completely 
prexented (3),howe\er, by allowing the autocataly ticconxersionof try^psinogen 
to tryTsin to proceed m the presence of calcium ions Under these conditions, 
the trypsmogen is conxerted quantitatixely into trxpsin whicli can then be 
easily crystallized Both the yield and quality of the crxstalhne tryT^sin are 
greatly improxed 

The new method for the preparation of crystalline try'psm is as follows- — 

1 Conversion of Tr\psinogcn into Trypsin in the Presence of Calcium Chlo 
ride — Dissolxe 30 gm dried crystalline tcx-painogen* (or SO gm semidry 
filter cake) m 200 ml 0 005 m hydrochloric acid Add the solution to a pre- 
xiously prepared ice cold mexture of 100 ml 1 m calcium chloride, 250 ml 
0 4 ii’ borate buffer, pH 8 0, and 400 ml distilled xxater Adjust the x olume 
of the mixture with xxater to 1000 ml , and leax-e in cold room at about 5°C 
for 18 to 24 hours 

2 Removal of Calcium Ions — Add 2 gm standard super cel (Johns Man 
xille Corporation) and filter in cold room xxith suction through soft paper 
(Eaton Dikeman No 303) Reject filter cake Adjust filtrate to pH 3 0 
(tested xxith methyl orange on spot plate) with 5 N sullunc acid (about 4 ml ) 
Add solid ammonium sulfate (242 gm per 1000 ml ) to 0 4 saturation and leixc 
m cold room for 2 days A heax'y sediment of CaS 04 crystals is formed 
Filter with suction through soft paper (Whatman No 3) Reject precipitate 

3 Precipitation of Amorphous Trypsin — Add solid ammonium sulfate to 

^ The crystalline trypsmogen prepared by the method of Kunitz and Northrop 
gcnerallx conlain-* about 50 per cent anhxdrous MgSO^ 

" Slock borate solution contains 49 6 gm bone acid and 80 ml 5 n «odium hy drox 
idc per 1000 ml olution 0 4 m borate buffers, pH 8 0 and 9 0, arc mixtures of 100 
parU stock borate and 78 6 and 17 6 parts 04 m hxdrochlonc acid re«pectix clx 
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filtrate to 0.7 saturation (202 gm. per 1000 ml.) and filter with suction through 
hardened paper (Schleicher & Schiill No. 575). Reject filtrate. Dissolve 
filter cake (about 50 gm.) in 150 ml. distilled water and reprecipitate the 
trypsin by the slow addition, while stirring, of 350 ml. saturated ammonium 
sulfate from a dropping funnel. Filter with suction through hardened paper 
(S. & S. No. 575), size 18.5 cm. or larger, and wash filter cake, as described 
by Kunitz and Northrop (1), with saturated magnesium sulfate in 0.02 n 
sulfuric acid to remove excess ammonium sulfate. Yield about 50 gm. 

4. Crystallization of Trypsin . — Dissolve semidry filter cake in ice-cold 0.4 m 
borate bufifer, pH 9.0 (10 ml. per 10 gm. filter cake), at 2-5°C. (in an ice water 
bath). Crystals of fine needles appear almost inunediately. Leave in cold 
room for 24 hours, then filter (cold) with suction on hardened paper (S. & S. 
No. 575). Wash the crystals several times with cold 0.5 saturated magnesium 
sulfate in 0.1 m borate buffer, pH 8.0, and then, at room temperature, with 
saturated magnesium sulfate in 0.1 N sulfuric acid. Yield 15 to 20 gm, 

5. Recrystallization of Trypsin . — Dissolve the semidry filter cake in 0.02 N 
sulfuric acid (10 ml. per 10 gm. filter cake), mixing the filter cake gradually 
into the acid to avoid foam. Filter clear on small fluted No. 3 Whatman paper. 
Wash paper with several milliliters of 0.02 n H2SO4. Cool filtrate to about 
5°C. and then adjust to pH 8.0 (tested with cresol red on spot plate) with cold 

0. 4. M borate buffer, pH 9.0 (about 8 ml. per 15 ml. solution). Crystallization 
begins almost immediately. Leave in cold room for 24 hours, then filter and 
wash as described for the first crystallization. Yield 10 to 15 gm. Dry 
filter cake for several days in a dry refrigerator, grind to fine powder, and store 
in cold room. 
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THE EFFECTIVENESS OF THE SPECTRUM IN 
CHLOROPHYLL FORMATION 
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PROBLEM 

Light is essential for chlorophyll formation in higher plants, and it is likely 
that this process involves the building up of a light-sensitive precursor in the 
dark, and the subsequent formation of chlorophyll upon radiation. That such 
a precursor exists has been demonstrated many times since Pringsheim first 
recognized it in 1874. He observed an absorption band at 620 to 640 mfs in an 
extract of etiolated leaves, corresponding to a substance which he named 
etiolin. Monteverde, in 1893, obtained essentially the same result from a 
spectroscopic examination of extracts of wheat, maize, and sunflower. He 
called this red-absorbing pigment protochlorophyll, the name by which it is 
most commonly known today, Lubhnenko (1928) believed protochloro- 
phyll to be a breakdown product of the true chlorophyll precursor, chloro- 
phyllogen, because he was unable to identify protochlorophyll in living plants. 
Subsequently the protochlorophyfl band was observed in living, etiolated 
leaves of Zea plants (Scharfnagel, 1931), establishing it as a natural component 
of etiolated plants. However, it is not possible to observe directly the con- 
version of protochlorophyll into chlorophyll in the living plant (Noack and 
Kiessling, 1929) 'because the appearance of the strong absorption band of 
chlorophyll at 620 to 640 mp would mask the protochlorophyll band in the 
same place. 

Protochlorophyll has not been isolated in pure state, but chemical studies 
have been conducted on impure extracts of the inner seed coats of the pumpkin 
seed, which contain .a greenish substance with the protochlorophyll absorption 
bands (Noack and Kiessfing, 1929, 1930). This work reveals the presence of a 
magnesium-rich molecule with porphyrin-like properties. It remained for 
Fischer, Mittenzwei, and Oestreicher (1939) wor^g on the same experimental 
material, to identify the molecule as the phyllin of vinylpheoporphyrin phy tyl 
ester, in other words differing from chlorophyll a only in lacking two hydrogens 
in the 7, 8 position. 

Nevertheless, the main question concerning the pumpkin seed protochloro- 
phyll still remains unanswered: is this substance the true precursor of chloro- 
phyll, or is it a breakdown product of chlorophyll? Both lines of thought can 
be found in the literature. ’ 

The basic fact remains that in etiolated plants there is a substance whicli 
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performs the function of precursor to chlorophyll. It would seem highly 
desirable to obtain an action or effectiveness spectrum of this pigment. The 
action spectrum is the reciprocal of the amount of incident light necessary to 
produce a constant physiological effect at various wavelengths, and when 
properly investigated is closely related to the absorption spectrum of the 
pigment. In the absence of isolation and synthesis, information about the 
chemical nature of a pigment can be gleaned from an effectiveness spectrum 
with the assurance that the substance studied is functioning in the organism. 
This technique has been used successfully by Hecht (1921, 1922) in the study of 
photosensitive pigments of Mya aremria and of the human eye, and by War- 
burg (1927) in identifying the respiratory enzyme in yeast. 

PREVIOUS WORK 

Attempts to investigate the relative effectiveness of different regions of the 
spectrum in chlorophyll formation have been made, but because the correct 
way of studying effectiveness spectra was not properly understood, the results 
obtained cannot be quantitatively related to the absorption spectrum of proto- 
chlorophyll (Sayre, 1928; Rudolph, 1933; Strott, 1938; and Seybold and Egle, 
1938). 

In each investigation the same inadequacies can be found. Relatively 
large regions of the spectrum were compared in effectiveness with the result 
that the data have only rough quantitative significance. This is borne out by 
the fact that in no case were quantitative curves given, but only verbal e3q>res- 
sions of the relative effectiveness of the regions studied. 

Virtually every experimenter determined the amount of chlorophyll formed 
after different exposure times, with the exception of Sayre who studied the 
time of exposure for the first appearance of chlorophyll. Filter combinations 
of known transmissions were used to investigate this function for three different 
wavelength regions, and the light source was placed at varying distances from 
the experimental plants to correct for the differences in energy of the lamp 
arising from the use of filters. By plotting the amount of chlorophyll formed 
against the duration of exposure for the different wavelengths it becomes 
possible to evaluate the relative effectiveness of the various colors by reading 
off how much chlorophyll is formed for a given time of exposure. Critical 
examination of curves obtained in this manner shows that the relative effective- 
ness differs depending on what time of exposure one chooses. Clearly in 
order for this evaluation to be meaningful and quantitative it must be true re- 
gardless of a particular choice of experimental conditions. 

The method of studying effectiveness spectra employed by the previous 
workers is valid only if the effect (concentration of chlorophyll) is linearly 
proportional to energy, which is not true in this case nor in any other known 
physiological process. A saturation curve is t}q5ically found for such functions 
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{e.g. Smith, 1938). This being the case, the only other approach to the problem 
is to study the amount of light necessary to produce a constant physiological 
effect. w 

As has been pointed out in the papers of Hecht (1921, 1922, 1924, 1940) the 
above becomes dear when one examines the meaning of the ratio of absorbed 
light, lohi, to incident light, /<,. The variation of this ratio with wavelength 
is essentially a description of the absorbing power of a colored substance or, 
in other words, of its absorption spectrum. In order to obtain a relative 
evaluation of this ratio at different wavelengths, one must hold either the 
numerator (7o6i) or the denominator (/*) fixed and vary the other in a known 
way. The amount of light absorbed bears a relation to the effect produced; if 
this relation were linear, one could study the ratio of absorbed to incident light 
versus wavelength by determining the amount of chlorophyll formed (which 
would be directly proportional to lau) for a constant incident energy. Since 
this linear relation does not obtain, the only other method is to vary the lo for 
a constant physiological effect. This is in conformity with the photochemical 
law that a constant absorption (constant number of quanta) corresponds to a 
constant effect. 

Two additional objections can be raised concerning previous work on proto- 
chlorophyll effectiveness spectra. One has to do with controlling the duration 
as well as the intensity of the light exposure. In all the previous work men- 
tioned above, time of exposure was considered equivalent to varying the total 
energy of the incident light; that is, the assumption was made that intensity 
times time was constant. It is known and indeed discussed by the same au- 
thors that once chlorophyll is formed, it is subject to back reactions which 
take place in the dark. Thus for a 5 hour exposure one will not get five times 
as much chlorophyll formed as in a 1 hour exposure, but something less than 
five. There has been more light but also more time for the back reaction to 
take place. Since this “dark” destruction of chlorophyll cannot be evaluated, 
the proper procedure is to eliminate it as a variable by keeping the duration 
of the exposure constant and varying the intensity. 

The fourth objection to the previous work has to do with the problem of 
screening by other pigments present in the plant. Protochlorophyll is small 
in concentration as compared with the carotenoids present in etiolated plants, 
so that in the blue end of the spectrum where the carotenoids absorb heavily 
one would expect distorted results due to the filtering action of the carotenoids. 
By introducing an amount of energy of blue light equal to that of red an 
equivalence is achieved that may be more apparent than real because only a 
small and indeterminate amount of the incident blue light actually readies 
the protochlorophyll molecules. Unless the screening can be evaluated, a 
meaningful spectrum cannot be attained. 

In the experiments to be reported here, it has been possible to show that the 
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carotenoids do not screen the light from the protochlorophyll molecules. 
Consequently, a quantitative effectiveness spectrum is described, meeting 
successfully the shortcomings of the earlier work and providing insight mto 
the chemical nature of protochiorophyll. 

, Apparatus and Methods 

The apparatus is designed to insure uniform and diffuse illumination for each 
seedling from all sides. In Fig. 1 a diagram of the setup is shown and consists of 
the following features: The seedlings are arranged around the rim of a beaker 8 cm. 
in diameter. The beaker is placed on a glass-topped table, and over this is put a 



Fig. 1. Diagram of the apparatus used for the light exposure of etiolated Avena 
edlings. 


)° hollow truncated plaster of Paris cone. Below the glass top is a mirror, set at 
which reflects upward the light coming from the lamp and filter housing. The 
ass plate is blackened in the region directly under the beaker so as to exclude any 
direct light from falling on the plants. This apparatus is similar to that used by 
Grundfest in his study of the spectral sensibility of the sunfish (Grundfest, 1932), 
The housing for the lamp and filters is placed on a movable table so that by varying 
its distance from the rest of the setup, a variation in the incident energy is achieved. 
The brightness of the cone surface for different distances of the lamp is obtained with 
a Macbeth illuminometer. The inverse square law was found to hold, and a calibra- 
tion cmwe was constructed relating numbers on the floor and relative energy incident 
on the plants. 

The light source is a 250 watt projection bulb operatmg through a voltage regulator 
on 115 volts A.C. This was found to have a color temperature of 2470°K when meas- 
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ured with an Eastman Kodak color temperature meter, and gave an illumination 
of 23.66 foot'candles to 0.95 foot-candles depending on its distance from the cone. 
With the filtere in the light beam, the actual illumination used during the investigation 
is considerably less than this, the filters transmitting only from 1.5 to 60 per cent of 
the light, the majority of the combinations transmitting 2 or 5 per cent. 

Combinations of Coming filters are chosen so that cadi set transmits only a small 
spectral region (details in Table V). The transmission properties of each combination 



Fig. 2. Relative energy distribution of various Coming filter combinations used 
with lamp at 2470® K color temperature. Dotted cur\’es are reduced to one-fifth 
their height (detaUs in Table V). 


were measured on the Shlaer photoelectric spectrophotometer (Shlaer, 1938). The 
visible spectmm was broken up into sixteen overlapping sections each transmitting 
a range of no more than 40 van, with approximately 75 per cent of the transmitted 
energy falling within a range of 20 m/x. By multiplying the filter transmission Milues 
for each wavelength by the relative energy content of the lamp of color temperature 
2470®K for the same wavelengths (Simthsonian tables), one obtains curves represent- 
ing the relative energ)' distribution for each filter combination. These are plotted 
in Fig. 2. The center of gravity of each curve fa determined by plotting these curves 
on squared paper and counting squares, and the wavelength corresponding to this 
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Bureau of Plant Industty, U. S. Department of Agriculture, and are gratefully 
acknowledged. Plants of 48 hours are too young to use for pigment studies since 
the primaiy leaf is practically undevdoped at this time. The seeds are hulled, 
soaked for 1 hour in distilled water, and about 40 seeds are placed around the rim 
of beakers and held in place by a layer of moistened filter paper resting on. the bottom 
of the beaker (Kaiser and Albaum (1939)). Distilled water, (350 cc.) is placed in 
the beakers to insure a high relatiw humidity. The beakers are kept in the dark 
in an incubator operating at a temperature of 28®C. (±0.1) until the seedlings reach 
the proper age for experimentation. The beakers are then placed on the glass- 
topped table of the apparatus in Fig. 1 and exposed to various lighting treatments 
for 5 hours. During this exposure time the temperature of the dark room was not 
controlled but did not vary more than 0.5®. Throughout the investigation, the 
temperature'of the room stayed within a 10® range, from 20-30®, and this variation 
did not affect the chlorophyll formation insofar as could be detected, since similar 
determinations made at the extremes of this temperature range gave values of chloro- 
phyll concentration within the experimental error. , 

After exposure to light, the seedlings are placed in boiling water for 1 minute to 
kill the plants and to minimize the oxidative destruction of carotenoids (Strain, 1938). 
In all experiments twenty-five seedlings with the longest coleoptUes are selected for 
extracting. It was found that the longer the a)leoptilc, the longer the primary leaf, 
so by selecting seedlings of maximum coleoptUe length, one is assured of getting 
average or above average lengths of primary leaf. For each of the three ages of 
plants the average primary leaf length for that particular age was determined. For 
72 hour plants IS mm., for 96 hour plants 25 mm., and for 120 hour plants 30 mm. 
were chosen as the lengths the coleoptile sections were to be cut. 

The coleoptUes selected for their long length are cut to this size before extracting, 
care being taken to obtain a section containing primary leaf throughout. The cuts 
are made with a razor blade by placing the coleoptile on a white card with parallel 
lines marked out the proper distance apart. In this manner the maximum length 
of primary leaf was extracted at each age, which is desirable because of the low con- 
centration of chlorophyll dealt with in these experiments. 

\Mien the occasion arose to compare the amount of pigment formed for different 
ages of plants, a correction was made to account for the differences in the quantity 
of primary leaf material used at eadi age. In order to do this, measurements of 
the total area of primary leaf were made for each aged plant, and the pigment con- 
centrations were expressed for a unit square millimeter area of leaf. The fiat surface 
of the unrolled leaf was measured under a microscope fitted with an optical microm- 
eter device. 

The precision of cutting the coleoptUes to the proper length was excellent due to 
the fact that this operation was conducted under a green Coming safelight. This 
was chosen because it transmits energy in a region where the human eye is maximally 
sensitive, but one which is relatively ineffective in chlorophyll formation. 

The twenty-five cuttings are ground in a mortar containing Berkshire sand and 
methyl alcohol. The Berkshire sand was specially cleaned by excess washing in 
tap water, distilled w’ater, and methyl alcohol to prevent any foreign coloration of 
the extract. In each extract 8 gm. of sand were used and 20 cc. of Eimer and Amend 
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point is used as the dominant wavelength. These are indicated in the figure by 
arrows on the abscissa. In this way, sixteen points covering the spectrum from 436 
to 710 ray. are found, differing from one another by 6 my to 41 my but averaging a 
difference of about 20 In the region of the peaks of absorption of protochloro- 
phyll an attempt is made to get points close together in order to define the mnyimn 
with the greatest possible accuracy. 

Suitable filter combinations not being available for the investigation of small regions 
in the far red end of the spectrum, it is possible to study these areas by using cut-off 
filters. These are filters which transmit sharply and maximally energy beyond a 
certain point so that at one wavelength the transmission might be zero, lOmp from that 
it might transmit 45 per cent of the light, and 75 per cent of the light might be trans- 
mitted at the next 10 my increment. By choosing two such cut-off filters which begin 
to transmit a few millimicra apart, one can evaluate the difference in transmission 
of the two by plotting the transmission curves on graph paper and counting squares 
in the area between the two curves. Hotting this difference against wavelength 
gives a curve of energy distribution similar in shape to that of the other filter com- 
binations. When the effectiveness of these filters in forming chlorophyll is desired, 
one must determine the effectiveness of each cut-off separately, and subtract the one 
value from the other. The remainder now become the effectiveness of the difference 
in relative energy of the two cut-off filters. In Fig. 2 the curves with center of gravity 
at 676, 686, and 710 my were obtained in this manner. 

It is fortunate that these points in the red are attainable because of two conditions 
found there. The first is that there is a great deal of available energy due to the 
high transmission of the filters and to the energy distribution of the lamp. The 
second is that these wavelengths are relatively ineffective in chlorophyll formation. 
So much energy can be introduced that despite the low effectiveness one can work 
at a level of chlorophyll formation where the precision in the determination of con- 
centration is best. In some of the regions in the green portion of the spectrum, where 
the effectiveness is also low, the available energy is limited and this cuts down the 
precision. The maximum amount of chlorophyll formed under these conditions is 
so small as to be at the limit of detectabUity. 

The areas under the curves in Fig. 2 are determined by plotting the curves on 
graph paper and counting squares so that the total relative energy of each combi- 
nation is known. With this information and the calibration curve of brightness 
versus distance of the lamp from the cone surface, it is possible to evaluate the relative 
energy of a given filter combination when the lamp is placed at any distance from the 
experimental plants. In actual practice the calibration curve is plotted as the log- 
arithm of relative energy agamst the distance in meters on the floor. An arbitrary 
assignment of the yellow-green filter combination is made to this curve, and the 
ratio of the area of energy distribution of this particular combination to all the others 
is calculated. The logarithm of this ratio then becomes the distance either up or 
dovm the ordinate (which is in log units) that one must shift the yellow-green cali- 
bration curve to be able to read off a value of log relative energy for a particular 
distance for some other dominant wavelength. 

Seedlings of Avcua hyzaniium var. saliva of three ages, 72, 96, and 120 hours after 
germination are used as experimental material. These were obtained from the 
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Bureau of Plant Industry* tJ. S. Department of Agriculture* and are gratefully 
acknowledged. Plants of 48 hours are too young to use for pigment studies since 
the primary leaf is practically undeveloped at this time. The seeds are hulled* 
soaked for 1 hour in distilled water, and about 40 seeds are placed around the rim 
of beakers and held in place by a layer of moistened filter paper resting on the bottom 
of the beaker (Kaiser and Albaum (1939)). Distilled water (350 cc.) is placed in 
the beakers to insure a high relative humidity. The beakers are kept in the dark 
in an incubator operating at a temperature of 28®C. (±0.1) until the seedlings reach 
the proper age for experimentation. The beakers are then placed on the glass- 
topped table of the apparatus in Fig. 1 and exposed to various lighting treatments 
for 5 hours. During this exposure time the temperature of the dark room was not 
amtroUed but did not vary more than 0.5®. Throughout the investigation* the 
temperature of the room stayed within ailO® range, from 20-30®, and this variation 
did not affect the chlorophyll formation insofar as could be detected, since similar 
determinations made at the extremes of this temperature range gave values of chloro- 
phyll concentration within the experimental error. 

After exposure to light, the seedlings are placed in boiling water for 1 minute to 
kill the plants and to minimize the oxidative destruction of carotenoids (Strain, 1938). 
In all experiments twenty-five seedlings with the longest coleoptiles are selected for 
extracting. It was found that the longer the coleoptile, the longer the primary leaf, 
so by selecting seedlings of maximum coleoptile length, one is assiued of getting 
average or above average lengths of primary leaf. For each of the three ages of 
plants the average primary leaf length for that particular age was determined. For 
72 hour plants IS mm., for 96 hour plants 25 mm., and for 120 hour plants 30 mm. 
were chosen as the lengths the coleoptile sections were to be cut. 

The coleoptiles selected for their long length are cut to this size before extracting* 
care being taken to obtain a section containing primary leaf throughout. The cuts 
are made with a razor blade by placing the coleoptile on a white card with parallel 
lines marked out the proper distance apart. In this manner the maximum length 
of primary leaf w'as extracted at each age, which is desirable because of the low con- 
centration of chlorophyll dealt with in these experiments. 

^Vhen the occasion arose to compare the amount of pigment formed for different 
ages of plants, a correction was made to account for the differences in the quantity 
of primary leaf material used at each age. In order to do this* measurements of 
the total area of primary leaf were made for each aged plant, and the pigment con- 
centrations were expressed for a unit square millimeter area of leaf. The flat surface 
of the unrolled leaf was measured under a microscope fitted with an optical microm- 
eter device. 

The precision of cutting the coleoptiles to the proper length ^as excellent due to 
the fact that this operation was conducted under a green Coming safelight. This 
was chosen because it transmits energy in a region where the human eye is maximally 
Sensitive, but one which is relatively ineffective in chlorophyll formation. 

The twenty-five cuttings are groimd in a mortar containing Berkshire sand and 
methyl alcohol. The Berkshire sand was specially cleaned by excess v-Tishing in 
tap water, distilled water, and methyl alcohol to prevent any foreign coloration of 
the extract. In eadi extract 8 gm. of sand were used and 20 cc. of Eimcr and Amend 
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C.p. methyl alcohol as the extractive since a comparatively large volume tends to 
prevent destruction of the pigments (Strain, 1938). 

The grinding of the plant sections is timed carefully with a stop-watch. Two min- 
utes of vigorous grinding is done at the beginning of a 1 hour period of extraction at 
room temperature (20-30° C.) and one-half minute at the end of that time. The pri- 
mary leaves always appear colorless after this treatment, indicating complete ex- 
traction. Whenever light was necessary the green safelight was used. 



Fig. 3. Absorption spectra of methyl alcohol extracts of total plants: Curve A, 
in etiolated plants, showing the carotenoid peaks at 440 and 470 m;i; Curve B, red- 
absorbing portion of curve A on an enlarged scale to show protochlorophyll absorption 
peak at 630 m/i after correcting for the absorption of the solvent; Curve C, in light- 
treated plants, showing the chlorophyll peak at 665 m^. 

The extract is filtered with suction, centrifuged for 1 hour at 6°C., and the dear 
greenish-yellow methyl alcohol solution brought up to constant volume before meas- 
uring. This is IS cc. for 72 hour plant extracts, and 25 cc. for 96 and 120 hour plant 
extracts, the choice being made in order to work wth convenient densities. Here 
again when it is desired to compare chlorophyll formation for the three aged plants, 
the chlorophyll values are corrected for this dilution effect. 

Immediately afterward the solution is measured spectrophotometrically. It is 
necessary to time the whole procedure carefully since the pigments are unstable in 
light and air. Absorption cells 20 mm. in thickness are used with stoppers to prevent 
evaporation during measurement. The photometric density of the solutions is 
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measured in the Shlaer photoelectric spectrophotometer, which is especially de- 
signed for photosensitive solutions and has a precision of 1/10 of 1 per cent at the 
region used in these determinations. In this instrument the light passes through 
two monochromators before being incident on the solution, and the light is of Very 
low intensity so as not to bleach the solution bebg measured. 

Density is equal to log(/#//i,), where /* is the incident light and is the trans- 
mitted light. Since density is proportional to concentration as given by Lambert 
and Beer’s law (Hardy and Perrin, 1932) the density of each pigment was used as a 
measure of its concentration. In F»g. 3 a typical absorption curve is shown for 
chlorophyll, protochlorophyll, and carotenoid in extracts of total pigment, showing 
the density of solution at each wavelength. 

In order to evaluate the density of eadi pigment it is necessary to subtract the 
absorption of the solvent from that of the solution. Having done this the density 
of the pigment at its characteristic peak is taken as a measure of its concentration. 
Thus for chlorophyll, the density at 665 m/t is chosen; for protochlorophyll (extract 
of etiolated plants) the density at 630 in/x is taken; and for carotenoids (extract of 
etiolated plants) the density at 470 tn;i is drosen. The characteristic 440 mp peak 
was avoided because the precision of the spectrophotometer is tiot as good here as 
at 470 m;4. As the investigation proceeded it ^.-as found unnecessary to obtain a 
whole curve of each extract, measuring the density values at 470, 630, and 66S 
being adequate, as well as that at 700mM, the density of the solvent alone. 

The Screening oj Carotenoids 

Before an effectiveness spectrum of protochlorophyll can be studied it is 
necessary to determine whether the carotenoids act as screens in the blue 
region of the spectrum where they absorb heavily. To test this, the following 
experimental plan was devised: first, to evaluate the increase in carotenoid 
concentration with age; and second, to test the relative effectiveness of blue 
light and of red light under identical experimental conditions for the three ages 
of plants. If the concentration of carotenoid increased with age and acted as 
a screen, one would expect the effectiveness of blue light to drop with increasing 
age but not that of red. In other words, if the ratio of the effectiveness of blue 
to red would be found to fall with age, the carotenoids would be acting as 
screens; if the ratio remained constant, there would be no screening effect. 

Measurements on eriolated Avena seedlings of three ages (72, 96, and 120 
hours after germination) were made to determine the increase in pigment con- 
centration with age. The results are given in Table I. Column 2 gives a 
sample of the data obtained under the designated experimental conditions, 
showing the kind of variability between determinations. The data are in 
density of the primary leaf and equal log (/•// ir) . In order to make the density 
values of the pigments at the three ages comparable three corrections were 
made: one to account for the difference in area of primary leaf used in the 
extracts; a second to correct for the fact that the extracts were diluted to a 
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different extent before measuring; and a third to account for the fact that the 
solutions were viewed through 20 mm. absorption cells. Column 3 thus 
represents values of pigment density of a primary leaf. 

It can be seen that the concentration of carotenoid pigment increases sig- 
nificantly with age, but that the increase in protochlorophyll concentration 
is small and probably not significant. (That carotenoid pigment increases 
in the leaf has been reported by Rudolph, 1933.) In the 48 hour period from 
72 to 120 hours the density of carotenoid has practically doubled. 

Having established that the carotenoid concentration increases significantly 
with age, the question now becomes: does this increased concentration cause 


, TABLE I 

Tie Change in Pigment Concentration in Etiolated Seedlings of 72, 96, and 120 Hours after 
Germination, Expressed As Pigment Density of Primary Leaf 


Carotenoid pigment 

. Protochlorophyll pigment 

Age 

Density of 
pigment ' 

Average photo- 
metric density 
of primary leaf 

Age 

Density of 
pigment 

Average photo- 
metric density 
of primary leaf 

hrs. 



hrs. 



n 

0.1288 


72 

0.0078 



0.1244 



0.0110 



0.1972 

1 


0.0078 



0.1544 



0.0082 



0.1816 






0.1573 

. 0.2160 


0.0087 

0.0119 

96 


0.2760 

96 


0.0114 

120 


' 0.4200 

120 


0.0154 


a decreased ratio of effectiveness of blue light to red light in chlorophyll forma- 
tion? Determinations were next made of the amount of chlorophyll formed by 
plants when subjected to various amounts of light energy for a constant dura- 
tion. For the three ages of plants, at least four determinations were made of 
the concentration of chlorophyll formed after 5 hours’ exposure to each of four 
light energies. This procedure was carried out in a red light with dominant 
wavelength at 645 mu as well as in a blue light with dominant wavelength at 
442 mfi. The results of the experiment in red light are given in Table II and 
plotted in Fig. 4, while those for blue light are found in Table III and plotted 
in Fig. 5. In each table sample data are included to show the kind of varia- 
bility obtained. 

In the tables chlorophyll concentration is expressed as the average chloro- 
phyll photometric density of the primary leaf. This value is plotted against 
the logarithm of relative energy in the figures. 











TABLE n 

ChJaroph^U Formation f(fr Different Rdalite Energies after S Bours' Expositre to Red Light 
{Dominant Wav^ength 645 mp^for 72, 96, and 120 Eour Seedlings 


Chlorop^Q ptgmeat fonned la red lisl>t 


Age 

Log relative energy 

Pigment den&Ity 

Average density of thf 
pnmaiy leaf 

hft. 




72 

1.37 

0.0242 1 
0.0305 1 
0.0330 ' 
0.0274 

0.0288 

0.0396 


1.05 


0.0192 


0.78 


0.0121 


0.54 


0.0038 

96 

1.37 


0.M56 


l.OS 


0.02S6 


0.78 


0.0144 


0.54 


0.0080 

120 

1.37 


0.0460 


1.05 


0.0318 


0.78 


0.0190 


0.54 


0.0098 



LOS RnATTVE ENERGY 

Fig. 4. The chlotophyll density of a primary leaf of three ages of Anna seedlings 
formed after 5 hours’ eiposure to various energies of red light (dominant wavelengtli 
$45 m^i). 
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In order to evaluate the ratio of effectiveness of blue light to red for each 
age, values for density of chlorophyll at particular values of log relative energy 
are read off the corresponding curves in Figs. 4 and 5 and the ratios cal- 
culated. These values are listed in Table IV. It will be noted that the ratios 
turn out to be nearly unity; i.e., that blue light and red light are equally 
effective in forming chlorophyll. This result was obtained purely by chance. 
A choice of another red or blue would have given different results as will be 

TABLE ni 

Chlorophyll Formation for Different Relative Energies after 5 Hours' Exposure to Blue Light 
{Dominant Wavelength 442 m/t) for 72, 96, and 120 Hour Seedlings 


Chlorophyll pigment formed in blue light 


Age 

Log relative energy 

Pigment density 

Average density of the 
primary leaf 

Arj. 




72 

1.37 

0.0218 

0.0274 

0.0366 

0.0326 

0.0278 

0.0292 

0.0401 


1.10 


0.0222 


0.87 


0.0135 


0.40 


0.0036 

96 

1.37 


0.0512 


1.10 


0.0293 


0.87 


0.0184 


0.40 


0.0072 

120 

1.37 


0.0494 


1.10 


0.0362 


0.87 

• 

0.0205 


0.40 


0.0062 


seen when the effectiveness spectrum is discussed. The important thing to 
observe is that the ratio of effectiveness does not change significantly with age. In 
spite of a doubling in carotenoid concentration from 72 to 120 hours, the ability 
of blue light to form chlorophyll is as unimpaired as that of red light for that 
period. This demonstrates unequivocally that the carotenoids do not act as 
filters imder this particular set of experimental conditions. From a morpholog- 
ical point of view this leads to the unexpected inference that the carotenoids 
are located behind the protochlorophyll molecules in the plastids. 

In Table I\' a calculation is made of what would be the expected ratio at 











FiO 5 The chlorophyll density of a pnmary leaf of three ages of Avetta seedlings 
formed after 5 hours’ exposure to various relative energies of blue light (dominant 
wavelength 442 mp) 

TABLE IV 


T/ic Rclto ef Eftetivenw cJBlue to Red Ltcktfrt Fomtns Chlorophyll ct 72, 96, and 120 Hours 
efter Germtnohon 


Age 1 

L«* reUUve energy 

Ratio of eHecuveDCSi of 
blue to red (ezpcrunehUl) 

RtUo of eUtctiveaeii ot 
blue to red 

(expected it carotenoid 
acted ax Krceo*} 

*ri 




72 

0 6 

1 250 



0 8 

1 050 


i 

1 0 

0 967 



1 2 

1 010 



1 4 

0 995 


Average 


1 05 


96 ^ 

0 6 

1 349 

1 13 


0 8 

1 130 

1 03 


1 0 

1 OSO 

1 01 


1 2 

1 070 

1 02 


1 4 

1 050 

1 02 

A\crage 


1 14 

1 05 

120 

0 6 

1 01 

0 82 


0 8 

1 01 

0 85 


1 0 

1 1 01 

0 86 


1 2 

1 1 02 

0 88 


1 4 

1 03 

0 94 

A\erage 


1 1 02 

0 87 


1C9 







170 


WAVELENGTH AND CHLOROPHYLL EORMATION 


I 

the different ages if the carotenoids had acted as filters. This calculation is 
accomplished in the following way: The assumption is made that there is a 
random distribution of carotenoid and protochlorophyll molecules in the 
plastids. One-half the increment in carotenoid density from 72 hours to 96; 
and from 72 to 120 hours is thus considered the density of a “filter” placed 
in the light path, because if the carotenoid molecules were layered in front of 
the protochlorophyll molecules, all the density increment would filter. If 
layered behind, none of the increment would filter. A random distribution 
represents a condition in between these two extremes, or one-half the increment. 
Consequently, the 96 hour curve in Fig. 5 is shifted toward the right 0.03 log 
unit, and the 120 hour curve shifted 0.102 log unit. As before, the values of 
density for particular log relative energies are now read off these shifted curves, 
and the ratio of these values to the corresponding ones for red light are cal- 
culated. The ratio of blue to red falls with age significantly as can be seen in 
Table IV, column 4. This calculation shows that the experimental precision 
here is adequate to detect the carotenoid screening effect, had it been present. 

The Effectiveness Spectrum 

A proper effectiveness spectrum must record the reciprocal of the relative 
energy required in different parts of the spectrum to produce the same physio- 
logical effect. This energy value can be calculated rather than directly de- 
termined providing certain facts are known. First, the relation between 
chlorophyll formation and relative energy must be known for at least two 
different wavelengths, because if the curves for any two wavelengths are well 
defined and are parallel, it is safe to assume that all wavelengths would give 
parallel curves. And second, the amount of chlorophyll formed for any 
particular relative energy must be determined for each wavelength region one 
wishes to study. 

By placing both of these data on the same plot, that is the curves of and 
"Kz and single determinations of chlorophyll formation for Xs, ^ 4 , etc, one can 
construct an effectiveness spectrum. By shifting the curve of Xa along the 
abscissa (log relative energy) until it superimposes on a single experimental 
point of Xs, one can read from the Xi curve that value of log relative energy for 
Xs corresponding to a desired amount of chlorophyll (the ordinate). This 
saves the work of determining complete curves of chlorophyll formation 
against log relative energy for each wavelength. 

In the experiments reported here only 96 hour plants were used. Conse- 
quently, the 96 hour curves of Figs. 4 and 5 were chosen for calculating the 
effectiveness spectnun. In Table V are found the determinations of chloro- 
phyll concentration for a convenient log relative energy for sixteen filter com- 
binations. Using these data and the curves in Figs. 4 and 5 in the manner 
described above, the relative energy necessary to form a chlorophyll density 
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of 0.0280 was found. In Table VI these reconstructed values and their re- 
ciprocals are given along with the donninant wavelengths of each filter com- 
bination. These are plotted in Fig. 6. There are three definite peaks of 
“effectiveness,” one in the blue, one in the yellow, and one in the red. A 
suggestion of a peak is present at 545 mpi and it is drawn as such, because 
reports on the absorption bands of protochlorophyll in the living leaf viewed 
spectroscopically (Scharfnagel, 1931) indicate that such a peak is present. 
There is little other justification for drawing it this way, however, since the 

TABLE V 


Chlorophyll Formation for Various Coming Filter CornbinatioTts 


Dominut wave* 
lessUi 

Coming filter cotabuutioss 

Log relitivB 
energy 

Cbtorophylt 

density 

mil 

436 

306 511 

1.43 

0.0356 

442 

038 4-511 

1.37 

0.0128 

452 

03S + 554 2 std.* 

1.23 

0.0265 

471 

368 1/2 std. 4- 554 2 std. 

1.29 

0.0113 

480 

368 4- 554 2 std. 

0.96 

0.0043 

520 

503 1/2 std. 4* 352 4- 430 


0.0028 

S3J 

348 4- 503 


0.0042 

552 

512 4* 350 4- 430 

1.37) 

0.0164 

575 

348 '4- 430 

1.14 

0.0159 

599 

246 1/2 std. + 978 2 std. 

1.12 


615 

246 4- 978 

1.31 


624 

244 4- 978 

1.11 

0.0212 

645 

243 4- 978 1/2 std. 

1.37 

0.0385 

676 

A(244 4- 555) - (241 4* 241 4- 241) 

1.22 

0.0222 

686 

A(241 4* 555 1/2 std.) -(244 4* SS5) 

1.61 

0.0153 

710 

A(244 4* 585) - (244 4-555) 

2.20 

0.0010 


* Standard thickness. 


precision of the points in this spectral region is extremely poor. This is due 
to the small amount of energy available here. 

The curve in Fig. 6 may be considered a first approximation effectiveness 
curve because two refinements can be made. The first limitation’ arises 
because of the use of filters and the approximation introduced by using a 
dominant wavelength for each filter combination. It will be recalled that 
each combination transmits over a range of 40 mfi, although most of the light 
is contributed by a 20 mp portion in the wnter. When the reciprocal of the 
relative energy is plotted against wavelength in the effectiveness curve, the 
points on the wavelength scale are placed at the dominant wavelength of the 
energy distribution curves in Fig. 2. This gives equal weight to all the energy 
under each curve as far as effectiveness in chlorophyll formation is concerned. 
When an effectiveness curve obtained with filters contains steep peaks &i 







TABLE VI 

Reconstructed. Values of Log Relative Energy for a Constant Amount of Chlorophyll Formed 
for Various Corning Filler Combinations 


. Dominant wavdength 

Log relative energy 

Rdative energy 

Reciprocal of relative 
energy 

m/x 

436 

1.30 

19.95 

0.0301 

442 

1.19 

15.49 

0.0646 

452 

1.26 

18.20 

0.0550 

471 

1.76 

57.60 

0.0174 

480 

1.78 

60.30 

0.0166 

520 

1.82 

66.10 

0.0151 

537 

1.69 

49.00 

0.0204 

552 

1.66 

45.70 

0.0219 

575 

1.44 

27.60 

0.0362 

599 

' 1.62 

41.70 

0.0240 

615 

1.31 

20.40 

0.0490 

624 

1.27 

' 18.60 

0.0538 

645 

1.19 

15.49 

0.0646 

676 

1.36 

22.90 

0.0437 

686 

1.93 

85.10 

0.0118 

710 

3.05 

1122.00 

0.00089 
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protochlorophyll curve does, such an approximation introduces a considerable 
error. The energy on one side of the center of gravity of the filter may be 
responsible for most of the chlorophyll formed, the other half contributing 
only an insignificant amount. This necessitates the calculation of a new 
dominant wavelength. By multiplying the reciprocal of the relative energy 
from the effectiveness curve at any wavelength by the energy transmitted at 
that particular wavelength by the filters, a new factor can be obtained for that 



X ^ 


Fig. 7. Second approximation effectiveness spectrum of protochlorophyll, cor- 
rected for the error in estimating the dominant wavelength of the filter combinations. 

wavelength. Bi this way new curves of effective energy distribution against 
wavelength are constructed for each filter combination and new centers of 
gravity determined corresponding to the dominant wavelengths. In order 
to apply this correction for the filters transmilting in the blue it was necessary 
to extrapolate the effectiveness curve beyond 440 mp where there are no 
experimentally determined points. The curve was extended into the blue 
in conformity with what is known of the way most porphyrins absorb there. 
The extrapolation isindicated asa dotted line inFig. 6. 'Ibe values of dominant 
wavelengths are the corrected abscissa points in the second approximation 
effectiveness curve plotted in Fig. 7. VNbat has been accomplished is essen- 
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FxG. 8. Effectiveness spectrum of protodilorophyll, corrected for the quantal content 
of the inddent light. 
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tially a shifting of the points on the slopes further toward the peaks resulting 
in a steepenmg of the two main absorption peaks. 

A further refinement similar to the quantum correction first made on the 
luminosity curve for human dim vision by Dartnall and Goodeve (1937) 
can be applied to this curve. It is well known that light is absorbed in dis- 
crete units and that the energy of a quantum of one wavelength is different 
from that of another. Expressing an effectiveness curve on an energy basis 
does not take into account this information, since it is the quantal content of 
the light that one is interested in. A correction of the incident energy to an 
incident number of quanta can be made by multiplying the reciprocal of the 
relative energy at a particular wavelength by the energy of the quantum at 
this wavelength, which is given by Planck’s formula. This value is plotted 
against wavelength and a new effectiveness curve results which is plotted 
in Fig. 8, What has been altered is the relative height of the blue and red 
peaks, the blue peak becoming higher than the red. 

The major peaks in Fig. 8 are found at 645 mp, 445 mp, and two minor 
ones at 575 and 545 mp. This effectiveness curve is related to the absorption 
spectrum of protochlorophyll in the condition found in the living leaf. When 
the pigment is extracted in organic solvents a shift in the absorption peaks 
is to be expected, as is the case with chlorophyll. This is borne out by ex- 
amining the curves of methyl alcohol extracts of Avena seedlings shown in Fig. 
3. The absorption found in the red portion of the spectrum of an etiolated 
plant extract in methyl alcohol is presumably due to protochlorophyll. There 
is a peak of absorption at 630 mp which undoubtedly corresponds to the 645 
mp peak of the effectiveness curve. The other peaks cannot be detected in 
Fig. 3 since the absorption of total pigment extracts is recorded here and the 
carotenoids mask these protochlorophyU peaks. 

DISCUSSION 

Red light has always been considered most effective in chlorophyll for- 
mation, a finding which has been reported repeatedly by previous investigators 
(Lubimenko, Sayre, Rudolph, Strott, Seybold and Egle). On the whole 
these studies consisted in comparing the effectiveness of three broad wave- 
length regions, red, green, and blue. In this paper a more complete study has 
been presented of the relative effectiveness of various wavelengths in forming 
chlorophyll, the visible spectrum being divided into sixteen portions. It 
has been possible to show that both blue light and red light are highly active 
but blue light of dominant wavelength 440 mp is most effective in forming 
chlorophyll, a result not previously reported. 

In the introduction to this paper several criticisms of the earlier work have 
been discussed, any one of whi<^ might account for tlie divergent result ob- 
tained here. First, the amount of chlorophyll formed for a constant duration 



176 


WAVELENGTH AND CHLOROPHYLL FORMATION 


of light stimulus was compared for different wavelengths in the early work 
instead of the relative energy necessary for a constant amount of chlorophyll 
formed. Secondly, the duration of the light was -varied as a means of con- 
trolling the total relative energy, instead of varying the total energy directly 
and holding the duration of the stimulus constant. And thirdly, the possible 
screening effect of the carotenoids in the blue region of the spectrum where they 
absorb heavily was not evaluated. 

There is a fourth reason for the discrepancy in results, however, which offers 
the most likely explanation. If the curve in Fig. 8 is studied closely one can 
see that though the blue peak is higher than the red one, it is much narrower. 
Consequently, if the relative effectiveness of three broad spectral regions 
of equal energy is studied as was done by the previous workers, the result they 
obtained becomes imderstandable. The “effective” absorption of these three 
regions, red, green, and blue can be evaluated by multiplying the absorption 
spectrum of protochlorophyll by the energy distribution of the filter com- 
binations these workers used. This product will be small for the blue end of 
the spectrum because the protochlorophyll absorbs only in a narrow spectral 
region, and largest in the red where the pigment absorption is broad and 
continuous over a relatively large spectral region. The result of such an 
investigation would be that red light is most effective in forming chlorophyll 
and blue light least since this rough method gives the total area of absorption, 
not the position of the peaks or their relative heights. A more detailed in- 
vestigation of the effectiveness of small spectral regions as conducted here 
provides this additional information and shows that red and blue are both 
effective in chlorophyll formation. 

The similarity but non-identity of the protochlorophyll curve to chlorophyll 
itself is noteworthy. Chlorophyll in aqueous digitonin extract has a peak at 
675 m/i and at 445 mu, with several minor peaks in the red (Smith, 1941). 
The relative heights of the blue and red peaks in the protochlorophyll spectrum 
are more similar to chlorophyll a than to chlorophyll b but the position of the 
bands closely approximates that of chlorophyll b which in ether extract has 
peaks at 645 and 445 m/x (Zscheile, 1935). The ratio of the blue to red peaks 
in the effectiveness spectrum of protochlorophyll is 1.47, in the absorption 
spectrum of chlorophyll a it is 1.35, and in the absorption spectrum of chloro- 
phyll b it is 2.87. Clearly, protochlorophyll is a pigment remarkably similar 
to the chlorophyll pigments in whose synthesis it is involved. 

The real question of whether the protochlorophyll studied here is identical 
with the substance investigated in the inner seed coats of the pumpkin by 
Noack and Kiessling and Fischer and his coworkers has yet to be considered. 
If the identity of the two could be established we would know that proto- 
chlorophyll differs from chlorophyll a only in lacking two hydrogens in the 
7, 8 position and that the task of the light action in the synthesis of chloro- 
phyll is to hydrogenate the protochlorophyll molecule. Since the pigment 
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in the pumpkin seeds has never been isolated in pure state, the absorption 
spectrum of the substance is unknown. Four absorption bands have been 
observed spectroscopically by Noack and Kiessling which are believed to be 
characteristic of the molecule obtained from the pumpkin seed. They are 
in the order of the intensity of the bands, at 620 to 629 mp, 560 to 576 mp, 
523 to 527 mja, and a very dim band at 596 to 602 mp. Allowing for the 
shift in absorption which one would expect for a pigment in an organic solvent 
as compared with its presence in the living leaf, there is an excellent corre- 
spondence between the absorption bands reported for the pumpkin seed proto- 
chlorophyll and the peaks in the Avena effectiveness spectrum. Only the 
dim 596 to 602 mfi band reported by Noack and Kiessling has no counterpart 
in the effectiveness spectrum curve, but this is due to an e^jerimental limita- 
tion. In order to demonstrate this small peak it would have been necessary 
to determine the effectiveness at 5 m/x intervals between 580 and 620 mp, 
which is not possible with filters. 

The blue peak found in the effectiveness curve on the other band has no 
exact counterpart in the report of the absorption properties of the pumpkin 
seed protochlorophyll molecule. Noack and Kiessling make the interesting 
statement that in dilute solution, when the extract appears greenish, there is 
a band in the blue “but it is unimportant” for their purposes. (In more 
concentrated solution the extract appears brownish.) It must be borne in 
mind that these authors were not dealing with pure protochlorophyll extracts 
and the presence of any other plant pigments would reflect itself in the absorp^ 
tion in the blue region of the spectrum. It was undoubtedly for this reason 
tlMt tbif absoTption there' was sot con^ered oS protorhJorcpbyXIv 

Until the chemical isolation of protochlorophyll can be accomplished both 
from the pumpkin seed and from etiolated seedlings it will not be possible to 
state decisively what the relation of the pumpkin seed compound is to the 
actual precursor of chlorophyll. But the e.xistence of the protochlorophyll 
effectiveness spectrum will serve as the test of the functional significance of 
any such purified pigments. 

An interesting insight into the morphological relation of the plastid pig-' 
ments is suggested by the demonstration that the carotenoids do not filter 
the light from the protochlorophyll molecules. The only way for the caro- 
tenoids to be present but not to act as screens is for them to be located behind 
the protochlorophyll molecules. This would suggest that the carotenoid 
molecules are located inside the plastids, with the protochlorophyll molecules 
on the outside surface. Whether this can be applied generally to other plants 
would have to be experimentally determined. 

SUMMARY 

1. Although the carotenoid pigments are present in large concentration 
in the plastids of etiolated Avena seedlings as compared with protochlorophyll, 
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the pigment precursor of chlorophyll, it is possible to show that the carotenoids 
do not act as filters of the light incident on the plant in the blue region of the 
spectrum where they absorb heavily. This suggests that the carotenoids are 
located behind the protochldrophyll molecules in the plastids. 

2. Since the carotenoids do not screen and light is necessary for chlorophyll 
formation, an effectiveness spectrum of protochlorophyll can be obtained 
which is the reciprocal of the light energy necessary to produce a constant 
amount of chlorophyll with different wavelengths. The relative effective- 
ness of sixteen spectral regions in forming chlorophyll was determined. 

3. From the effectiveness spectrum, one can conclude that protochlorophyU 
is a blue-green pigment with major peaks of absorption at 445 mju, and 645 mja, 
and with smaller peaks at 575 and 545 mja. The blue peak is sharp, narrow, 
and high, the red peak being broader and shorter. This differs from previous 
findings where the use of rougher methods indicated that red light was more 
effective than blue and did not give the position of the peaks of absorption or 
their relative heights. 

4. The protochlorophyU curve is similar to but not identical with chlorophyU. 
The ratio of the peaks of absorption in the blue as compared to the red is very 
similar to chlorophyll a, but the position of the peaks resembles chlorophyU b. 

5. There is an excellent correspondence between the absorption properties 
of this “active” protochlorophyU and what is known of the absorption of a 
chemically known pigment studied in impure extracts of seed coats of the 
Cucurbitaceae. Conclusive proof of the identity of the two substances awaits 
chemical purification, but the evidence here favors the view that the pumpkin 
seed substance, which is chemically chlorophyU a minus two hydrogens, is 
identical with the precursor of chlorophyll formation found in etiolated plants. 

I wish to express my sincere gratitude and indebtedness to the members of the 
Biophysics Laboratory: to Professor Selig Hecht, for much prized friendship and 
stimulating teaching throughout the time I have been in his laboratory; to Dr. Simon 
Shlaer, for his valuable direction and suggestions given so generously, especially in 
connection with the research reported here; to Mr. Charles Hendley, for his friendly 
help in the years of our association. 
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SOME PROPERTIES OF PROTOPLASMIC GELS 
I. Tension in the Chloroplast or Spirogyra 
By W. J. V. OSTERHOUT 

{From the Laboratories of The Rockefeller JnstUuie for Medical Research^ New Yorkf 
and The Marine Biological Laboratory, Woods Bole, Massachusetts) 

(Received for publication, September 15, 1945) 

Protoplasm usually contains both -sol and gel.^ The gel is important in 
determining form as ■well as in certain activities, including cell division. 

Unfortunately we have as yet -very little knowledge of the properties of 
protoplasmic gels. 

An interestmg example is found in the chloroplast of Spirogyra. This may 
undergo remarkable alterations and change from a long, spirally coiled ribbon 
into a short, nearly straight rod. This may occur in living cells in their natural 
environment, as stated by de Vries,* and may also be produced experimentally. * 

Most of the observations reported in this paper were made on a Spirogyra 
with a single spiral. A normal cell* is shown in Fig. \A. The protoplasm 
forms a layer not over 10 microns in thickness surrounding the large central 
vacuole and is held against the cellulose wall by the hydrostatic pressure of 
the cell sap which depends on the excess of osmotic pressure of the sap over 
that of the external solution.^ 

The chloroplast has a higher specific gravity and higher refractive index 
than the sap. In the dark field it appears bright, rather more so than the cell- 
ulose walk There is little or no birefringence in the chloroplast in its normal 
state or when contracted by 0.01 m BaCls or by centrifugal force. 

The chloroplast appears to lie in the aqueous layer, W, betw'een the outer 
protoplasmic non-aqueous surface layer, X, and the inner layer, Y, as in 
Nitella.^ It forms a thin ribbon coiled spirally around the cell. In contracting 
to a straight rod it becomes detached from the peripheral protoplasm* which 
remains attached to the cellulose wall while the chloroplast separates off. 

^ The term “gel” is here used in a very liberal sense to indude viscous liquid, elastic 
solid, and intermediate states. 

2 de Vries, H., Ber. deutsch. lot. Ges., 1889, 7, 19. 

* For a recent statement regarding this spedes, induding a description of methods, 
see Osterhout, W. J. V., /. Gen. Physiol., 1945-46, 29, 73. 

* This is usually below 8 atmospheres. 

' Osterhout, W. J. V., J. Gen. Physiol, 1944-45, 28, 23. 

* The contraction may begin with a retraction at the ends and it may be difficult 
to determine how much separation occurs at that time. Regarding simultaneous 
change in chloroplast and protoplasm see p. 185. 
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Its coils gradually shorten until finally a nearly straight rod may result (Fig. 
IB). Some stages in the process are shown in Fig. 2. The pyrenoids do 
not seem to change much during the contraction. 

It was found’^ by the writer that contraction can be readily brought about 
by BaClz and SrCh without killing the cell: later Chien, working in the 
writer’s laboratory, found CeCh to be still more effective.® Scarth made an 
extensive study of the subject, finding that contractions can be caused by a 
great variety of salts which are in general more effective the higher the valency 
of the cation.® He found that they can also be produced by alcohol, acetone, 
rise of temperature, and electric shocks.^ 






Fig. 1. Normal cell, A, before contraction; B, after contraction in 0.01 m BaClj. 
Pyrenoids omitted. Diagrammatic. 




Fig. 2. Successive stages in the flattening of a single coil under the influence of 0.01 
M BaCh- P 3 T:enoids omitted. Diagrammatic. 

It would seem natural to suppose that these agents are the direct stimuli 
for contraction but further experiments indicate that their action may be indi- 
rect: these experiments involve the use of centrifugal force.” 


^Osterhout, W. J. V., Am. J. Bot., 1916, 3, 481. 

® Chien, S. S., Bot. Gas., 1917, 63, 406. 

® Scarth, G. W., Tr. Roy. Soc. Canada, Section V, 1922, 16, 51; 1923, 17, 137; Quart. 
J. Exp. Physiol, 1924, 14, 99, 115. Ca++ and Zn++ are exceptional in producing 
little or no effect. 

The VTiter finds that tr3T5an blue acts similarly but the effect is not destroyed by 
ashing and it therefore seems to be due to an inorganic impurity. 

For the literature regarding centrifugal force as applied to Spirogyra see Weber, 
F., Biochem. Z., 1921, 126, 21. 
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Contractions in Living Cells Due to Centrifugal Force.— \YhQn. filaments, 
firmly anchored to a slide by congealed drops of gelatin,^* are placed in distilled 
water and subjected to sufficient centrifugal force (about 900 times gravity 
for 10 minutes) in a direction perpendicular to the long axis of the cell, the 
chloroplast becomes loosened from its attachment to the peripheral layer of 
protoplasm which remains in contact ndth the cellulose wall.^ ® The chloroplast 
may contract to a nearly straight rod (somewhat as shown in Fig. 15), like 
that obtained when certain rea^nts (such as BaCh®) are applied. This 
treatment does not kill the cell. 

This indicates that the chloroplast is normally in a state of tension and 
therefore contracts as soon as it is freed from its attachment. 

If only a portion of the chloroplast is set free this loosened part contracts 
and straightens while the rest remains coiled in spiral form (Fig. 3). 

There is nothing to indicate that the process is reversible but when the 
chloroplast has straightened, the cell may be killed by placing it in 0.01 M 
oxalic acid for an hour or more and then (after washing in water) in 0.01 M 



Fig. 3. Shows a cell in which the application of centrifugal force has detached 3 
coils of the chloroplast and caused them to straighten. Pyrenoids omitted. Dia- 
grammatic. 

NaOH to make the chloroplast swell and elongate. It may then in some cases 
become somewhat longer than the cellulose wall and in consequence a few 
irregular zigzag bends may appear but there is no resumption of the spiral 
form (for the swelling of collapsed masses see p. 185). 

^Vhen the centrifugal force is applied in a direction parallel to the long axis 
of the cell the result depends largely on the intensity. If it is not high a por- 
tion of the chloroplast may be loosened and contract, as already described. 
But if the intensity is great enough the entire chloroplast may quickly move 
to the centrifugal end of the cell before it has time to straighten and ft may 

The cells studied are not in contact with the gelatin. A sheaf containing 1 to 10 
filaments of Spirogyra W'as placed crosswise or lengthwise on a miaoscope slide and 
anchored by placing drops of gelatin (20 per cent) warmed to 29®C. at each end. 
The gelatin quickly congealed and hdd the filaments firmly in place. Cf. footnote 3. 
The slides were then placed in the centrifuge tubes. 

In some cases, especially when the centrifugal force is applied in a direction 
parallel to the long axis of the cell, the protoplasm may become separated from the 
cellulose wall in places as though it were attached to the chloroplast so firmly as to be 
dragged along when the chloroplast moves away from the cellulose wall. 
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become partly or completely coiled up at the end of the cell.^^ Some fusion 
of the different parts of the chloroplast may then occur. There may be less 
detachment than occurs when the centrifugal force is applied in a direction 
perpendicular to the long axis of the cell, ' 

Contractions in Dead Cells Due to Centrifugal Force. — It might be suggested 
that when the chloroplast is displaced from its normal position in the layer 
W (which lies between X and Y) it comes in contact with the sap which may 
have a different composition^® from W. Hence the contraction might appear 
to be due to a chemical stimulus. 

In order to test this suggestion experiments were made on dead cells in which 
the composition of the sap could be made the same as in IF. 

When cells are killed^® without collapse of the protoplasm by placing them 
for an hour or more in 0.01 m oxalic acid and then in distUled water for several 
hours, it is evident from observation of the speed with which acid stains pene- 
trate the dead cell that the diffusible components of W and the sap soon become 
alike. 

We then find that under the action of centrifugal force the choroplast may 
be loosened from its attachment and contract as in the living cell.^^ (The 
protoplasm may in some cases become dislodged from the cellulose wall but 
with a space between it and the chloroplast.) 

This suggests that the chloroplast contracts when it is set free from its attach- 
ment, although no chemical change in its environment may occur. 

It may be added that in the presence of 2 M BaCl 2 , CeCh, 
or LaCls the chloroplast in dead cells may fail to loosen and contract when the 
usual amount of centrifugal force is applied. But these and other reagents 
at concentrations below 0.01 M applied to dead cells (killed in saturated solu- 
tions in water of guaiacol or of aniline or in 0,67 M formaldehyde) may cause 
loosening and contraction as in living cells. ® (Inhibition of the effect of cen- 
trifugal force has also been noted in cells killed in 0.33 M acetic acid.) 

Contraction in Dead Cells Due to Reagents. — In some cases cells may be killed 
without contraction of the chloroplast or collapse of the protoplasm. Useful 
reagents for this purpose are acetic acid (0.33 m),^® hexylresorcinol (0.003 m). 

According to Weber (Weber, F., Biochem. Z., 1921, 126, 21) the effect of cen- 
trifugal force on living cells is more or less inhibited by ether under certain conditions. 

This is the case in Nilella, cf. Osterhout, W. J. V., J. Gen. Physiol., 1944-45, 
28, 23. 

A convenient test of death is by plasmolysis in dilute sea water or solutions of 
NaCl as well as by lack of penetration of eosin, fuchsin, or trypan blue (all National 
Aniline Co. products). 

This is especially evident when the centrifugal force is applied in a direction 
perpendicular to the long axis of the cell. 

In some cases this seems to stiffen the protoplasm so that subsequent contraction 
due to barium is prevented. 
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formaldehyde (0.67 if), iodine (in the presence of and saturated solutions 
of aniline, guaiacol, or CCI 4 , but their action is somewhat uncertain. Heat 
(59°C.) sometimes produces this result. 

In many cases the application ^ of 0.01 m BaCh to such cells causes sepa- 
ration from the rest of the protoplasm followed by contraction of the cliloro- 
plast, as in the living cell. This is often the case when the cells have been 
killed in a saturated solution of guaiacol (about 0.18 m) or of aniline or in 0.67 
M formaldehyde saturated with acid fuchsin. 

The application of saturated (NHihSOi may also cause contraction in such 
killed cells but here there is a drastic dehydration. 

Collapse . — ^This is a convenient term to designate the process by w'hich 
(during the death of the cell) the she of the protoplasmic mass is reduced so 
that its appearance resembles that shown in Fig. 4 (in many cases the reduction 
in size is greater than is shown in the figure). We do not know how much loss 




Fic. 4. Collapse of the protoplasm as the result of death, p is a peripheral layer of 
protoplasm whidi is normally attached to the cell wall but here is detached. Under 
the influence of alkali this can be made to swell up to nearly its normal dimensions with 
the chloroplast spirally coiled. Add causes it to shrink and alkali may then cause it 
to swell again. Pyrenoids omitted. Diagrammatic. 

of volume occurs in the clear protoplasm or in the chloroplast since collapse may 
be brought about to some extent by the escape of water from the vacuole. 

Collapse may be induced by a variety of toxic substances although their 
action is somewhat uncertain. Good results have been obtained with 0.01 
M oxalic add, 0.1 it acetylcholine chloride, and 2 Mcellosolve. An exposure 
of some hours may be necessary. Saturation of the reagent with acid fuchsin 
may be helpful. 

When such collapsed cells are placed for an hour or more in 0.01 11 oxalic 
acid, then washed in distilled water and transferred to 0.01 M HCl for 30 minutes 
and then to 0.01 u NaOH the dead protoplasmic mass swells and it may 
regain nearly all of its normal size with the liloroplast coiled in nearly normal 
position. If the cell is then washed in dbtUled water and placed in 0.01 m 
HC l the whole mass shrinks and may become smaller tlian it was before the 

^^LugoVs solution diluted with 100 parts of water. The undiluted solution con- 
tains KI 6 gm., iodine 4 gm., water 100 oc. 

Usually the solution contained enough add fuchsin to saturate it. 

Oxalic add O.OI u may produce collapse in some cases but in others it may HII 
without collapse. 
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application of NaOH. The transition from one state to the other can be made 
back and forth repeatedly in the same cell.^^ Each time the mass swells in 
0.01 M NaOH the chloroplast resumes more or less completely its normal 
spiral course.^® Since this does not happen when it has been separated from 
the clear peripheral protoplasm (p. 183) it would seem that the swelling of the 
clear protoplasm (which forms a hollow cylinder closed at both ends) carries 
the chloroplast passively with it and causes it to resume its spiral form in nearly 
its natural dimensions. 

That an actual increase in volume occurs in the transfer from acid to alkali 
is seen when portions of the protoplasmic mass round up to form spheres 
(containing no vacuoles) the volumes of which can be readily measured. We 
then observe that in passing from 0.01 M HCl to 0.01 M NaOH the volume may 
double: this is reversible. This is also the case when the mass contains only 
chloroplast with ho clear protoplasm. 

From the relation between swelling and pH Loeb^^ was able to ascertain 
the isoelectric point of gelatin. With certain other substances, however, this 
could not be done and this appears to be true of the chloroplast. 

With a collapsed mass of protoplasm, including the chloroplast, which has 
been killed in 0.01 m oxalic acid and then placed in 0.01 m HCl and then in 
0.01 M NaOH we find, as already stated, that transfer to 0.01 m HCl produces 
marked loss in volume but if this transition is made gradually, changing the 
pH by small steps, there is little effect and no definite indication of an iso- 
electric point such as is found in gelatin. 

Loeb has also shown that the isoelectric point of gelatin is indicated by its 
behavior toward dyes.^® For example, acid fuchsin stains the gelatin more 
strongly below the isoelectric point (pH 4.7) than at higher pH values (after 
staining the dye was washed out at various pH values). 

It is of interest to perform similar experiments with the chloroplast. The 
cell is stained on the slide for 24 hours in a 0.1 per cent solution of acid fuchsin 
(in 0.01 M HCl) at pH 2. The solution is drained off and the cell is then washed 
in 0.01 M HCl for 5 minutes after which it is examined. As the stain comes out 
it is found that the chloroplast retains a good deal of color: some also remains 
in the protoplasm but very little in the cell wall.^® 

There is, however, very much less alteration in volume if the change in pH is 
made gradually instead of suddenly. 

To visualize the process we may imagine a crude model made by forcing into a 
thin-walled rubber tube enough water under pressure to dilate it to 5 times its diam- 
eter. Then a stretched rubber band is wound spirally around it and fastened at the 
ends. When the pressure is released and the rubber tube collapses the rubber band 
shortens and tends to become straighten 

Loeb, J., Proteins and the theory of colloidal behavior, New York, International 
Chemical Series, McGraw-Hill Book Co., Inc., 2nd edition, 1924, 240 ff. 

“Loeb,^* p. 18. 

Prolonged washing removes more of the stain. 
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^Vhen the cell is placed in 0.1 per cent acid fuchsin in acetate buffer at pH 
3.6 and washed out for 5 minutes in the same buffer containing no stain less 
color is retained by the cell. As we increase the pH of the acetate buffer in 
which the cell is stained and subsequently washed out we find that less and less 
color remains until above 4.7 practically no stain is retained. 

Since the result with staining depends on the length of time allowed for the 
washing out (it was the same in all cases) another method was employed. 'I'he 
cell is placed in 0.1 per cent acid fuchsin and left until staining is complete and 
examined without removing it from the stain. It is then found that at pH 2 the 
chloroplast is deeply stained but the amount of staining decreases as the pH rises 
until above pH 4.7 very little stain is taken up by the chloroplast.®^ 

In all these cases the cell was killed by the treatment. 

Experiments with Other Species of Spirogyra 

The foregoing account deals with a Spirogyra with one spiral which may be 
called species I. Additional experiments were made with a Spirogyra'^ having 
2 spirals which may be called species II. WTien this was treated with lead 
acetate 0.01 u (at about pH 6) the chloroplasts contracted somew’hat without 
becoming detached from the peripheral layer of clear protoplasm adhering to 
the cellulose wall (Fig. 5) so that instead of e.ttending from end to end the 
chloroplasts occupied only about two-thirds of the length of the cell.®’ The 
distances between the coils shortened and the pitch increased correspondingly, 
suggesting a uniform contraction throughout the length of the chloroplast. 
It is therefore evident that under the influence of lead acetate a certain amount 

cetr£cthis ciii crewr fjfCiocfC detsdiment. This Ksait cs Jp^^3v^cfC^s\^ 6y 
0.01 Ulead nitrate. 

To reach the stage showm in Fig, SB usually requires about 10 mmutes. If the 
lead acetate is promptly removed by washing in water the chloroplasts may 
return to their normal position in about 15 minutes: hence the process is revei^- 
ible if not carried too far. 

On standing longer in lead acetate irrewrsible changes occur. The chlo- 

®^ If the chloroplast behaved like gelatin with an isoelectric point in the neighbc)r- 
hood of 4.7 we might expect addition of salts to cause contractions above the isoelectHc 
point which would increase with the valency of the cation as stated by Scarth for the 
chloroplast but only if the contractions corresponded to a loss in volume and if the 
concentrations of the applied electrolytes were sufficiently high. Loeb has pointed 
out that loss of volume does not run parallel to the precipitating power of the electro- 
lyte (Loeb,®*p. 18). 

®® The length of the cells averaged about 120 microns and the width about 21 mi- 
crons. The chloroplast was about 5 microns wide and usually showed 2 or 3 complete 
turns with pyrenoids at regular intervals. A “typical" nucleus was not observiid 
but no attempt was made to demonstrate a nucleus by staining. 

** This does not apply to species I, where 0.01 M lead acetate and O.Ol M lead nitrate 
act like 0.01 u barium chloride. 



190 


PROPERTIES OF PROTOPLASMIC GELS. I 


Nitella which extend the entire length of the cell. In the youngest cells the 
rows are nearly straight but later both they and the protoplasm^^ 
they lie take a spiral course.^^ 

It is of interest in this connection to note that in some species of Spirogyra 
with more than one chloroplast, the chloroplasts may show transitions from 
nearly straight to decidedly spiral. In such cases there is a closer analogy 
with the situation in Nitella. 

In view of this it seems possible to suppose that the protoplasm takes a 
spiral course and carries the chloroplast with it so that the chloroplast may 
become passively stretched by the elongating protoplasm. Perhaps similar 
considerations apply to Spirotaenia^ where the chloroplast may be axial in 
the cell with spirally twisted longitudinal ridges. 

Further evidence that it is the protoplasm which determines the course of 
the chloroplast is seen in the fact that in species where two or more chloroplasts 
are present they never interfere with each other. In the species employed in 
these experiments a cell is occasionally seen where the chloroplast does not 
terminate at the end of the cell but makes a complete loop but without touching 
the end wall and returns for some distance on a course parallel to the coils 
already existing (and half way between them). ^ 

2. If the chloroplast is passively stretched by the elongating protoplasm 
it is not surprising that it contracts as soon as it is set free by centrifugal force 
or otherwise. Usually the contraction stops (for a time at least) approximately 
at the stage shown in Fig. IB. But if the cell is allowed to stand in water 
contraction may continue and the chloroplast may break up into a number of 
small masses. 

If the chloroplast is passively stretched contraction may simply be a reversal 
of the process of stretching. Perhaps to some extent a change from gel to sol 
may be involved. It has been shown in a previous paper^^ that, in some cases 
at least, there is a loss of volume. This may suggest syneresis. 

It may be added that when toxic agents cause collapse of the entire proto- 
plasmic mass (p. 185) the protoplam may acquire a granular or “coagulated” 
appearance which suggests precipitation. 

3. How is the chloroplast held in place and prevented from contracting? 
Our knowledge of the forces controlling adhesion is too limited to permit 
analysis of this at present. Evidently the contractile power of the chloro- 

The spiral course of the protoplasm is shown by the “white line” in the proto- 
plasm. Cf. Osterhout, W. J. V., J. Gen. Physiol., 1944-45, 28, 17. 

The direction of the spiral is that of a carpenter’s wood screw: in the Spirogyra 
here employed the direction of the spiral is opposite to this. 

Cf. Smith, G. M., Fresh-water algae of the United States, New York, McGraw- 
Hill Book Co., Inc., fct edition, 1933, 565. 

Osterhout, W. J. V., J. Gen. Physiol., 1945-46, 29, 73. 
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plast is very feeble. The fact that it may eventually contract to a sphere in 
some cases, as stated by Scarth, suggests that it may at times act as a viscous 
fluid. 

Since it comes away from the protoplasm with a sharply defined boundary 
it must have a surface layer which is immiscible with water: this might be 
solid or liquid. Perhaps the contractile power resides chiefly or entirely in 
this surface layer.^® When the chloroplast contracts to a sphere the surface 
must become very much smaller (in some cases it must shrink to about 20 per 
cent of its normal extent). 

It may be noted that most of the reagents which set the chloroplast free so 
that it can contract are inorganic and according to Scarth are in general the 
more effective the greater the valency of the cation. It might be suggested 
that in addition to setting the chloroplast free they also serve as direct stimuli 
for contraction but in that case w’e must explain why the chloroplast contracts 
when set free by centrifugal force alone in both living and dead cells. 

It is possible that the contraction may proceed differently in different cases. 
Scarth speaks of more than one type of contraction. 

4. It would be of great interest to know what plant and animal cells contain 
gels imder tension and what functions they perform. 

In many cases such gels must play an important part in determining the 
shape of the cell as, for example, in the protozoa. Tension must play a part 
in determining the shape of many chloroplasts and of the vacuole in Drosera 
which undergoes irregular change in shape durmg the process of digestion.” 

Certain features of cell and nuclear division suggest that gels under tension 
play an important part in these processes. In Spirogyra the cell is cut in two 
after nuclear division by the growth of a ring of gel or of a solid which starts 
at the periphery and grows until it divides the cell into two halves. 

It would seem that many of the problems involved in the study of protoplas- 
mic gels must depend for their solution upon knowledge of the properties of 
molecules consisting of long chains. Such studies are now bemg made, 
especially in connection with polymers and we may hope for rapid progress in 
this field. 

It seems appropriate to say, in conclusion, that killing the protoplasm is 
a good way to reduce the number of variables which make the study of life 
processes difficult, provided that the important variables persist after death. 
In the present instance this appears to be the case since the chloroplast after 

** The behavior recalls that of the protoplasmic strands in certain plant hairs which 
may rupture and slowly contract (these strands show protoplasmic motion and must 
be fluid with a firm surface layer). Cf. Ktistcr, E., Die Pflanzenzellc, Jena, Gustav 
Fischer, 1935, Figs. 2 and 3, pp. 8 and 9. 

” Lloyd, F. E., Ihe carnivorous plants, Waltham, Massachusetts, Qironica Bo- 
tanica Co., 1942. 
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the death of the cell continues to react to certain physical and chemical agents in 
much the same manner as before. We can then control the composition of the 
solution surrounding it as we cannot in the living cell. 

SUMMARY 

The chloroplast of Spirogyra is a long, spirally coiled ribbon which may 
contract to form a short, nearly straight rod. This happens under natural 
conditions and it can also be produced by a variety of inorganic salts and by 
some organic substances. 

It also occurs when the chloroplast is freed by centrifugal force from the 
clear peripheral protoplasm which is in contact with the cellulose wall. It 
would therefore seem that the chloroplast may be passively stretched by the 
action of the clear protoplasm and hence it contracts as soon as it is set free. 
This contraction happens in dead as well as in living cells. 

It would be of much interest to know how the protoplasm brings about the 
coiling of the chloroplast and how the chloroplast is set free by various reagents. 
Presumably they must penetrate the living protoplasm to produce the effects 
described. 

In one species partial contraction without detachment from the peripheral 
protoplasm can be brought about by lead acetate. This is reversible. Lead 
nitrate does not produce this result. 

The attack upon the problem is greatly facilitated by the study of dead 
cells. Thereby we reduce the number of variables but the chloroplast continues 
to react to certain chemical and physical agents in much the same manner as in 
the living cell and the solution surroimding it can be controlled as is not possible 
in the living cell. 

We must await further investigation to learn what plant and animal cells 
contain gels under tension and what functions they perform. 



SENSITIZATION OF CELLS TO HEAT BY VISIBLE LIGHT 
m PRESENCE OF PHOTODYNAMIC DYES* 

By ARTHUR C GIESE akd ELIZABETH B CROSSMAN 
{From the School of Biologtcd Sciences, Stanford University) 

(Received for pubbcation, December Z, 1945) 

While it has been shovin previously that ultraviolet hght sensitizes cells to 
heat (for references see Giese and Crossman, 1945) no one seems to have tn^d 
the effects of visible light m the presence of photodynamic dyes for this purpose 
Smce the amount of energy available m quanta of visible hght is so much less 
than that available m the ultraviolet it is possible that no sensitization occurs 
On the other hand it is w ell known that m the presence of photodynamic dyes 
enough energy of visible wavelengths is absorbed to kill (Raab, 1900) If the 
dye absorbmg the energy can reach the sensitive molecules or can transfer the 
energy to them, sensitization should occur Positive results are reported be 
low In other words, a sublethal dosage of visible hght m the presence of photo 
dynamic dyes, followed by a sublethal dosage of heat results m death, even 
though the additive effect of the two m reverse order does not kill The rni- 
phcations of these results are considered m the discussion 

Materials and Methods 

Paramecium caudatnm was used as the test organism and the cultures were handled 
in essentially the same manner described m the preceding paper (Giese and Crossmao, 
1945) The source of light was a 100 watt General Electric projector spot CH-4 
mazda lamp The lamp was generally run for about 30 minutes before use, by that 
time it had reached a fairly constant mtensity as determined by photometer readings 
It was used at a distance of 75 cm from the speamens The hght was filtered through 
20 cm of ^vater to cut out the infrared rays To obtain only visible light Corning 
filter No 3389 was used This filter accordmg to the information furnished by the 
Corning Company has a cut off at about 410 mp and transmits about 70 per cent from 
wavelength 440 and 86 per cent from 510 ran on through the visible In some of 
the cjqjeriments Corning filter No 3060 was used where it was desired to mclude the 
extreme violet end of the spectrum This filter has a cut-off at 370 ran and transmits 
about 30 per cent at 400 mji and about 86 per cent from 510 m/z on through the visible 
For determination of the intensity m absolute units a thermopile protected by neutral 
filters of known transmission was used The thermopile was calibrated against U S 
Bureau of Standards Lamps The average intensity of the hght striking the expen 
mental amroals without a filter is 1390, with filter No 3060, 1190 and with filter No 
3389, 1010 ergs/mm */sec 

*This work was in part supported by funds furnished by The Rockefeller Foun 
dation 
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EXPERIMENTAL 

1, Effecls of Visible Light Alone 

Irradiation of paramecia through Coming filters No. 3060 and No. 3389 for 
as long as 2| hours in the absence of photodynamic dyes had not the slightest 
visible effect on the animals nor was there any trace of sensitization to heat. 
This shows that even the relatively intense light is not injurious under the con- 
ditions of the experiment. These experiments serve as a check on the technique 
since they indicate that short wavelengths which are so effective in sensitizing 
to heat are not escaping through the filters and affecting the organisms. Visible 
light has been observed to retard division in Blepharisma, but in this case a 
reddish pigment is present in the cell (Giese, 1938), It is possible that if the 
intensity were greatly increased some injury to paramecia might occur since 
even killing of bacteria has been observed following huge dosages of mixed long 
ultraviolet and visible light (HoUaender, 1943). 

2. Effect of Visible Light in Presence of Photodynamic Dyes 

Visible light in the presence of even as low a concentration of dye as 1 : 200,000 
(eosin or other photodynamic dyes) will kill paramecia as can be seen from 
Table I. After an exposure in the presence of the dye of | the lethal time there 
is no visible change in the activities of the paramecia. The division rate of the 
animals is not altered nor is a lag observed before division begins, indicating 
that the light has had no effect on the division mechanism of the cell. However, 
if such paramecia are now exposed to heat they succumb after an exposure which 
is short compared to that required to kill controls not exposed to light. The 
data for a number of dosages are summarized in Table I and Fig. 1. As the 
light exposure increases the thermal exposure required for killing decreases. 
The relationship between the two exposures is a concave curve. In this respect 
it resembles the results previously obtained with ultraviolet light (Giese and 
Crossman, 1945), 

When the concentration of the dye is decreased the light dosage must be in- 
creased as shown in Fig. 1. Under these conditions less of the light needed for 
the sensitization is absorbed since the absorption will depend upon the number 
of dye molecules; i.e., the concentration available for the purpose. 

Various dyes act in the same manner: thus in the fluorescein series, fluorescein, 
erythrosin, and eosin sensitize in the same manner but eiythrosin is the most 
effective, fluorescein least. Even a 1:2000 fluorescein solution sensitizes but 
slightly and lesser concentrations seem to be without effect except after very 
prolonged exposures. Eosin in 1:200,000 dilution has about the same effect 
as fluorescein 1 : 2000 as shown in Fig. 2 and in Table I. Hematoporphyrin has 
a striking efficiency, as shown in Fig. 2. It is possible that the efficiency is cor- 
related with the degree or type of union between the dye molecule and the 



TABLE 1 


to Beat by Light 


Dye 

ConceattaUon ' 

1 

1 

Liglit dosage 

Heat exposure 

Filter 

Seconds 

Fraction 
of lethal 
dosage 

Seconds 

Fraction 
of lethal 
dosage 

Eosin 

1 1:200,000 ' 

3389 

1027 

0.75 

126 

0.26 




685 

0.50 

234 

0,49 




342 

0.25 

343 

0.71 


1 


171 

0.125 

427 

0.89 

Eo^ 

1:20,000 

3389 

261 

0.75 

100 

0.19 




174 

0.50 

183 

0.35 




87 

0.25 

373 

0.73 




44 

0.125 

505 

0.99 

Eo^ 

1:20,000 

3389 

248 

0.75 

90 

0.19 




165 

0.50 

183 

0.38 




83 

0.25 

333 

0.69 




41 

0.125 

467 

0.97 

Eosin 

1:20,000 

3389 

259 

0.75 

106 

0.22 




173 

0.50 

189 

0.39 




86 

0.25 

317 

0.66 




43 

0.125 

412 

0.85 

Eosin ' 

1:20,000 

3060 ' 

278 

0.75 ’ 

151 

0.29 




185 

0.50 

170 

0.33 




93 

0.25 ' 

370 

0.72 




46 

0.125 

500 

0.97 

Sasia 

1:20, WO 

Nocse 

US 

o.?s 


0.2S 




98 

0.50 

128 

0.27 




49 

i 0.25 

212 

0.46 




24 

0.125 

385 

0.83 

Eiythrosin 

1 1:200,000 

3389 

473 

0.75 

88 

0.17 

- 



315 

0.50 

222 

0.43 




158 

0.25 

316 

0.62 




79 

0.125 

365 

0.71 

Fluorescein 

1:2,000 

3389 

1890 

0.75 

50 

0.10 




1260 

0.50 

92 

0.18 




630 

0.2S 

269 

0.54 




315 

0.125 

402 

0.80 

Hematoporphyrin* 

1:100,000 

3389 

130 

0 SO 

28 

0.05 




65 

0.25 

65 

0.12 




33 

0.125 

141 

0.27 

1 



16 

0.062 

239 

0.47 

None 


None 

6000 

1.0 






3000 

O.SO 

67 

0.14 




2460 

0.41 

178 

0.37 




1620 

0.27 

345 

0.71 


* Actually the concentration was less than this since not quite all of the sample *’ ’ * 
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molecules of the cell to which it unites. If the fraction of thermal lethal dose is 
plotted against the fraction of tlie light lethal dosage as in Fig, 3 the fluorescein 
dyes fall in one group and the hematoporphyrin fails in another, showing its 
much greater efficiency. 



Fig. 1. Heat sensitizing effect of visible light in presence of eosin of different con- 
centrations. 

J. Effect of Long Ultraviolet Radiations Coinpared to Visible Liglif 

If the light is filtered only through the water cells to remove heat but not 
through the filters which remove long ultraviolet, it is found that prolonged 
radiation will kill the paramecia and sublethal dosages will sensitize them to 
sublethal heat exposures even without eosin. This system having 4 thicknesses 
of glass transmits the longer ultraviolet between about 3500 and 4000A in addi- 
tion to the visible spectrum although no attempt was made to determine the 
exact limits. The exposure is about twenty times that required in the presence 
of eosin using visible light only (Table I and Fig. 4). This indicates that these 
radiations are absorbed relatively slightly. Photographs of cells in the long 
ultraviolet show this is indeed the case (c.g. Swann and del Rosario, 1932) and 

1 We are indebted to Miss Janet Settle for preliminary experiments with long 
ultraviolet radiations. 




JOO 400 600 

SCCONOS CXPOSWiC TO VIStBLt UCHT 


Fig. 2. Sensitization to heat by various photodynamic dyes, compared on the basis 
of exposure time. On the fluorescein curve the empty circles are for fluorescein 
1:2000, the circles with dots are for 1:200,000 eosin added for comparison. 



PCtteCNT or UGHT teTMAl, BOSS 


Fig. 3. Sensitization to heat by \'arious dyes, compared on the basis of 
of lethal dose required for a given sensitization to heat. 
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spectrophotometric studies on proteins demonstrate the same for nucleo- 
proteins and simple cytoplasmic proteins (Caspersson, 1936). That apart 
from their inefficiency, these radiations act like the shorter radiations is not 
une.Ypected judging from their sublethal effects observed in other cases (for 
references see Giese, 1945, Table 2). 



Fjg. 4. Sensitization to heat by visible light in presence of eosin compared to sensi- 
tization by long ultraviolet light. 

If in addition to being irradiated with all the spectrum transmitted through 
the water cells the paramecia are now sensitized by eosin, they are affected 
much more readily than when the filter is used to cut off the long ultraviolet 
rays. Apparently the ultraviolet radiations not only affect the cells directly 
but also, after absorption by eosin judging from the following facts. (1) Kill- 
ing with the entire spectrum occurs in 60 per cent of the time for visible light 
alone, in both cases with 1 : 20,000 eosin. (2) No injury or sensitization occurs 
from visible ligb t alone in absence of dye. (3) The injury from irradiation with 
the entire spectrum in the absence of dye is only of that occurring from 
visible light and of the effect from the entire spectrum in presence of the 
dye. The increased efficiency in (1) is much greater than can be accounted for 
by (3), therefore, eosin must be absorbing the long ultraviolet. 
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4. Recovery from the Sensitization to Beat 

To ascertain the nature of the sensitization effect it is necessaiy to determine 
how long the change which results in heat sensitivity is retained by the proto- 
plasm of the cell. For this purpose the paramecia were irradiated on a given 
day and then tested at daily intervals until they had recovered normal sensi- 
tivity. The results are given in Fig. 5. It will be observed that about 4 days 
are necessary for complete revoveiy. Recovery occurs most rapidly during the 
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Fig. 5. Recovery from heat sensitizing effects of exposure to visible light in pres- 
ence of eosin. 

first day, then proceeds at almost a constant rate for the next 3 days. This 
shows that the effect of light is quite permanent — very much like the effect of 
ultraviolet radiations discussed in the preceding paper (Giese and Crossman, 
1945). 

DISCUSSION 

The results described in this paper demonstrate that even visible light can 
sensitize cells to heat in the presence of a photodynamic dye just as long and 
short ultraviolet light can sensitize to heat in the absence of the dye. The 
mechanism by which this occurs in the vbible spectrum is unknown but on the 
basis of ■v'arious facts obtained by action of dyes upon the organism and in 
vitro and on the basis of similarities between the action of visible and ultraviolet 
light a possible mechanism may be outlined. Thus it is known that in vitro the 
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photod 3 niamic dyes readily photosensitize proteins and amino acids but only 
slightly affect carbohydrates and lipid materials (Schmidt and Norman, 1922; 
Carter, 1928). The dye probably attaches itself to the protein. The protein 
alone is unable to absorb light but the chromophore of the dye absorbs the light 
and carries this energy across the linkage to a peptide or other bond. It has 
been demonstrated that ultraviolet light absorption results in breakage of the 
peptide bond (Carpenter, 1940). However, the same may not be true in the 
visible spectrum since there is much less energy available. Thus at 2000 A in 
the ultraviolet 142,000 calories per mole are available, whereas at 4000 A in the 
visible only half as much is available. Nevertheless this may be sufficient since 
only 48,600 calories per mole are required to disrupt the peptide bond (Pauling, 
1939). The answer lies in the amount of energy lost in the transfer of the 
energy from its absorption by the chromophore to its action at the bond. 

While the end result of the action of visible and ultraviolet rays is the same 
and the general mechanism may be similar the steps involved may be different. 
Photodynamic effects in all cases studied take place only in the presence of 
oxygen (Blum, 1941), whereas ultraviolet radiations act equally well in the 
absence of oxygen. It is thought that in photodynamic action the dye passes 
the energy absorbed to the molecule to which it is attached which then becomes 
excited. The excited molecule reacts with oxygen perhaps forming a peroxide. 
Such a reaction might well affect some important bonds in the molecule. Pre- 
sumably some of the proteins affected in this manner might be catalyticaUy 
important. So long as the culture temperature is maintained the organism is 
not affected and judging from the rate of recovery the important molecules are 
either repaired or replaced, probably the latter. When the temperature is 
raised the thermal agitation results in the disruption of the injured molecule. 
The loss of a sufficient number of such molecules results in death. In the ultra- 
violet part of the spectnun the chromophores which absorb the light are present 
in the proteins, aromatic amino acids, purines, and pyrimidines serving in this 
r61e. The energy absorbed is passed to other parts of the molecule and certain 
bonds are affected. Presumably in this case also certain important catalytic 
proteins are affected and so long as the culture temperature is maintained 
nothing happens. But if sufficient thermal agitation at a higher temperature 
occurs, the molecules are disrupted, leading to death. 

The partial denaturation of proteins by light, visible or ultraviolet, suggested 
by sensitization to heat, is in agreement with the postulation of partial stepwise 
denaturation of proteins in a possible “A to Z” series of steps by various dena- 
turants (Neurath, Greenstein, Putnam, and Erikson, 1944). Light may cany 
the protein from state A to G, let us say; heat may then carry it on to state Z. 

The locus of action of ultraviolet light and photodynamic dyes may be differ- 
ent. Thus ultraviolet light penetrates the entire cell and is absorbed by 
nucleus and cytoplasm. It is probable that all proteins are involved in this 
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case. In photodynamic action no effects on division are observed even H just 
less than a lethal dosage of light is given; once the paramecia are affected to the 
extent that vesicles appear, they die. This suggests a superficial effect of an 
all-or-none type (Giese, 1943, unpublished). On the other hand Beck and 
Nichols (1937) have shown that although they could not demonstrate a correla-^ 
tion between vital staining and efficiency of photodynamic action nevertheless 
when the external pH is changed in such a way as may be expected to enhance 
penetration of the dye, it almost invariably increases its toxicity and photosensi- 
tizing powers. If this interpretation is correct the dyes may act deeper in the 
cell than is commonly supposed. In that case perhaps the locus of action of 
ultraviolet and visible light with photodynamic dyes may be similar. The 
slow recovery and the complete lack of any visible surface effects from sublethal 
dosages of light in presence of the dyes would favor the conception of a deep 
seated effect. Studies on the variation in the sensitization to heat by sublethal 
dosages of •vdsible light in the presence of photodynamic dyes correlated with 
changes in pH may furnish evidence for or against this interpretation. Such 
experiments are in progress. 


SUMMARY 

1. Visible light of high intensity does not injure paramecia or sensitize them 
to heat. 

2. If photodynamic dyes are added, paramecia are readily killed by visible 
light of high intensity and are sensitized to heat by sublethal dosages of light. 

3. Cells so sensitized are kilLled wdien subjected to a sublethal exposure to 
heat. 

4. If the light and heat are applied in the reveme order, namely, heat and then 
light, no ill effects are observed. 

5. When the concentration of dye is reduced a larger light dosage is required. 

6. Recovery from sensitization is slow, requiring about 4 days for a f lethal 
dosage. 

7. Sublethal dosages of light in the presence of dyes do not affect the division 
rate even when | the lethal dosage has been used. 

8. A possible explanation for the photodynamic sensitization to heat is 
discussed. 
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THE MECHANISM OF THE INHIBITION OF HEMOLYSIS 


V. Inhibitory Processes Occurring in the Course or Simple Hemolytic 
Reactions 

By eric ponder 

{From The Nassau Bospital, Muteola, Long Island) 

(Received for publication, December 22, 1945) 

Most investigations on the kinetics of hemolysis have been based on the 
idea that the lysins enter into irreversible combination with components of 
the red cell membrane, and imply that the lytic reaction is accompanied by a 
diminution in the quantity of free lysin present in the system. Attempts at 
expressing the velocity of hemolytic reactions accordingly contain, in one form 
or another, the assumption that lysis occurs when a certain amount of a cell 
component is transformed into a new compound as a result of a reaction with 
a quantity of lysin x, and so are concerned with the form of an expression of 
the type 

. dx/dt~Ac~x) (1) 

in which e is the initial concentration of lysin. The term (c — rc) is the amount 
of free lysin in the system, and this is supposed to decrease as the reaction be* 
tween lysin and cell component proceeds, so that it stops, with / = «>, when 
X ■= c. Usually lysis is complete long before this happens, but the time for 
complete lysis is infinite in a system with an initial concentration of lysin 
equal to some particular value of x associated with complete hemolysis, and 
this concentration corresponds to the asymptote of the time-dilution curve. 
Now there are two points, essential to this theory, which are not satisfactorily 
settled. The first is whether there is an accumulation of lysin at the red cell 
surfaces, in which case the concentration of lysin to be considered in the 
kinetics of the systems would be some function of c rather than c itself, and 
the second is whether the concentration of lysin falls during the hemol>"tic 
process as the theory demands. 

• 1. If an accumulation of lysin takes place at the red cell surfaces, it ought 

to be possible to demonstrate it by separating off the bulk phase immediately 
after the cells are added to th«? lysin in such concentrations as do not produce 
lysis in the short time necessary mr the separation; tlie quantity of lysin present 
in the separated bulk phase can then be found by adding red cells and measur- 
ing the time for llieir complete hemolysis; f.c., by a hemolytic titration, ^\^len 
this is done, it is found that the concentration of lysin (saponin, digitonin, and 
the bile salts) in the separated bulk phase is smaller than the initial concen- 
tration, and this has been interpreted as evidence for the accumulation of the 
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lysins at the red cell surfaces (Ponder, 1934 a). This explanation has now to 
be reviewed in the light of the possibility that inhibitoiy substances are present 
in the fluid in which the cells are suspended or are liberated immediately on the 
addition of the lysins. When a point like this is involved, it is clearly helpful 
to have an independent method, in which the measurement of the velocity of 
hemolytic reactions is not involved, for determining the concentration of lysin 
in the bulk phase. The results of applying such a method, in which the con- 
centration of lysin is measured colorimetrically, is described in section I of 
this paper. 

2. If the concentration of free lysin becomes less during the course of a 
hemolytic reaction, it ought to be possible to demonstrate the progressive 
decrease by separating the bulk phase after the reaction has proceeded for 
various lengths of time, adding red cells, and finding the time t for their com- 
plete hemolysis; this will provide, by reference to a curve showing t as a func- 
tion of concentration, the concentration of lysin present at the time at which 
the separation was made. When this is done in the case of a reaction between 
saponin and stromata, the concentration of lysin in the bulk phase is indeed 
found to fall with time (Ponder, 1935), although in a manner different from 
that which is predicted on the basis of the simple reaction of expression (1). 
The demonstration of this progressive fall in lysin concentration once seemed 
to be good evidence for the correctness of the underlying idea that the hemo- 
lytic process uses up lysin, but now, in the light of what is known about the 
reactions between lysins and inhibitors, we have to consider the possibility 
that the progressive decrease in the concentration of active lysin is due to the 
progressive addition to the system of inhibitory substances derived from the 
stromata. Again one would think that the situation would be clarified if 
we could measure the concentration of the lysin in the bulk phase by a method 
which does not depend on a hemolytic reaction, such as a color reaction. The 
results of applying such a method are described in section II of this paper, and 
while this approach to the problem does not simplify the situation as much as 
might be hoped, it leads to a clearer understanding of the processes involved. 

J. The Supposed Accwmdation of Lysins at Red Cell Surfaces 

The question as to whether a lysin accumulates at the surfaces of red cells 
as soon as they are added to it, so that the effective concentration in the 
neighborhood of the cell surfaces is not the concentration Cj added, but a 
function of ci, can be answered unequivocally in certain cases by an experiment 
of the following type, in which the quantity of lysin present in the bulk phase 
of a hemolytic system, after the addition of red cells and their subsequent rapid 
removal, is determined both directly by colorimetry and indirectly by a meas- 
urement of its hemolytic activity. It is necessary for this type of experiment 
that the lysin shall give a color reaction which is a function of its concentration 
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and which is not interfered with by substances such as cholesterol, proteins, 
etc., in the concentration in which they occur in the bulk phase, and that the 
concentrations of lysin used shall lie between certain limits: they must not 
be so great as to produce rapid lysis in step (u) of the procedure, nor must they 
be so small that they cannot produce lysis in step (5). These conditions are 
met by sodium taurocholate in dilutions of 1 in 1000 to 1 in 3000, so the pro- 
cedure will be described as carried out with this lysin. 

(o) Preparation of Systems. — A suspension of the thrice washed red cells of 2 ml. 
of human blood in 40 ml. of 1 per cent NaCl is prepared. To four tubes are added 
2 ml. of sodium taurocholate in dilutions of 2.5 m 1000, 2.5 in 1500, 2.5 in 2000, and 
2.5 in 3000 in phosphate buffer at pH 6.5, and 2 ml. of saline (1 per cent NaCI). The 
four tubes are cooled to 4®C. in ice w'ater, and about 8 ml. of the red cell suspension 
is cooled at the same time. As quickly as possible, 1 ml. of the cold cell suspension 
is added to each of the four tubes, which are then immediately transferred to a cen- 
trifuge and spun at 5000 r.p.u. for 1 minute. The supernatant fluids, which should 
show no trace of either red cells or free hemoglobin, are transferred to four empty 
tubes without delay, the cells being discarded. The remainder of the cooled cell 
suspension is centrifuged at the same speed, and the supernatant fluid Is removed 
and kept for step (d)» below. 

(6) Colorimetric Estimation of Lysin. — To four empty boiling tubes is added 0.5 
ml. of sodium taurocholate diluted 1 in 1000, 1 in 1500, 1 in 2000, and 1 in 3000 in 
phosphate buffer, and to another four boiling tubes 0.5 ml. of the four supernatant 
fluids obtained in step (o). To each boiling tube is added 0.5 ml. of saline and 1 ml. 
of freshly prepared 0.9 per cent furfural in water and 6 ml. of 16 N HjSOi (Rcinhold 
and Wilson, 1932), After the contents have been mixed, the eight tubes are placed 
for 8 minutes in a water bath at 70®C. They are cooled in running water, and the 
intensity of color in each is determined with a Lumetron photometer at 6400 A. The 
furfural and add alone give a small blank whidi is subtracted from the readings,' 

(c) Hemolytic Titration of Lysin. — ^Hemolytic systems containing 1.6 ml. of the 
supernatant fluids from the four tubes containing red cells and lysin (step (o), above) 
are completed by adding 0.4 ml. of red cell suspension, and the times for complete 
hemolysis at 37®C. are determined. A standard time-dilution curve for systems con- 
taining 0.8 ml. of various dilutions of taurocholate in phosphate buffer, 0.8 ml. of 
saline, and 0.4 ml. of suspension is plotted at 37®C., and reference to this, together 
with a division by S/4 to allow for the additional dilution of the lysin in the systems 
prepared in step (a), pves the quantities of lysin present in the supernatant fluids. 

' The standards and the unknowns should be heated simultaneously, and in every 
experiment the values for the standards should be found and used as applying to 
that experiment only. The supernatant fluid from the red cell suspension gives a 
color value slightly in excess of that of the furfural-H 2 S 04 blank; this is due to small 
amounts of chromogenic substances (not the bile salts) in the supernatant fluid, 
and their contribution to the total color has to be allowed for (see footnotes 2 and 3). 
The method is sensitive enough to detect a difference between Ci and cj amounting to 
about ± 2 per cent of ci. 
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{d) Hemolytic Titration of Inhibitory Material . — ^To 0.8 ml. of various dilutions 
of taurocholate in phosphate buffer is added 0.8 ml. of saline and 0.4 ml. of the super- 
natant fluid obtained from the red cell suspension in step (a). After standing at 
37°C. for 60 minutes to allow the inhibitory material and the lysin to react, the 
hemol 3 d;ic systems are completed by adding 0.4 ml. of red cell suspension, and the 
times for complete lysis at 37®C. observed. Comparison with a standard time- 
dilution curve obtained at 37°C. for systems containing 0.8 ml. of various dilutions of 
lysin in phosphate buffer, 1.2 ml. of saline, and 0.4 ml. of cell suspension enables the 
quantities of lysin rendered inactive by the inhibitory material to be calculated. 


TABLE I 


Initial lysin in bulk phase 

Lysin in bulk phase after contact with cells 

Effect of inhibitory 
material 

Si 

ct 

C2 

Colorimetric 

estimation 

Ct 

Hemolytic 

titration 

R 

At 

Ci 

A4 

■ ■ 

2000 

■■ 

1270 

1.57 

730 


260 


1333 


835 

1.60 

498 


193 


1000 

1020 

695 

1.44 

305 


100 

■I 

667 

670 

410 

1.63 

257 


67 


Values of c and of A are in y throughout. 


The results obtained in a typical experiment with sodium taurocholate as 
the lysin are shown in Table I. The first two columns show the initial dilu- 
tion 5i and corresponding concentration Ci in y/l ml. The third and fourth 
columns show the quantity of lysin present in the bulk phase after rapid separa- 
tion from the cells, and as measured by a colorimetric estimation (C 2 ) and by a 
hemolytic titration (cs). The decrease in the free lysin in the bulk phase can 
be expressed either as R = ci/cz, or as A 3 — ci — C 3 . The last two columns 
show first the concentration of active lysin, C 4 , in the systems containing in- 
hibitory material derived from the cells (step (d), above), and then the quan- 
tity of lysin rendered inert by the inhibitory material, A 4 = Ci — C 4 . 

Table II shows the results of an experiment carried out in exactly the same 
way, but with sodium glycocholate as the lysin. 

The following conclusions can be drawn from the results in Tables I and II. 
(1) There is no evidence of an accumulation of the lysin at the red cell surfaces, 
since colorimetric determinations show that cz = Cj, substantially. (2) The 
hemolytic activity of the lysin in the bulk phase, after contact with the cells, 
is reduced so that the value of ci/cz is about 1.56. This is the same result as 
was obtained in earlier experiments (Ponder, 1934 a), when it was interpreted 
as showing that the lysin accumulates at the cell surfaces, so that cs = 
where (1 — f) = 1 /jK. (3) Part of the reduction in the hemolytic 

activity of the bulk phase is due to the presence of inhibitory material derived 
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from the cells and present m the fluid m which they are suspended In the 
experiment m Table I about one quarter, and m the experiment in Table II 
a larger fraction, of the reduction of lytic activity m the bulk phase can be 
accoimted for m this way (4) The remamder of the reduction m the lytic 
activity m the bulk phase must be due to some reaction over and above that 
between the lysm and the inhibitoty material present m the fluid m which 
the cells are suspended The possible nature of this reaction will be discussed 
below. 

The same type of expenment can be earned out m s> stems containmg larger 
numbers of cells A suspension of washed red cells with a volume concentration as 
high as 0 3 IS prepared, and to 2 ml of this is added 2 ml of l>sm (taurocholate or 
glycocholate) in vanous concentrations, at 4®C The cells are centrifuged off at 


Table n 


Initul lysm m bulk phase 

Lj-sm m 

)Ulk pbase after cootact with cells 

Effect of mhlbitory 
materul 




Cl 





<1 

Cl 

Colorimetc c 
estunat on 

Hemalytie 

tttratioo 

R 


Ci 

Ai 

1000 

2000 

2020 

1280 

1 56 

720 

mM 

260 

1500 

1333 

1350 

876 

1 52 

457 

Bll 

153 

2000 

1000 

1000 

644 

1 55 

356 


90 

3000 

667 

660 

426 

1 56 

241 

■ ■ 

SI 


Values of c aud of A are in y throughout 


once, and the concentration of bile salt m the supernatant flmds is found both colon 
metncally and by a hemolytic titration As before, cz will be found to be substanti 
ally the same as c\ Because of the larger number of cells in the systems, the 
inhibitory effects are very pronounced, and it is usually impossible to measure cj, 
the concentration of active lysm in the supernatant fluids, because lysis takes so long 
to complete, but is artamly much less than ci, and at the same time considerably 
greater than ca, the concentration of active lysm present in systems containmg the 
supernatant fluid from the cell suspension 

The only value attached to experiments in which the volume concentration is 
large is that such eapenments show that the bile salts do not accumulate measurably 
at the red cell surface even when it is very extensive, thej al«o provide the inadental 
information that the bile salts do not enter unhemolyzed cells to any measurable 
extent 

The same type of eiqjenment as that referred to m Tables I and II can be 
earned out with saponin as the lysui, but in this case the color in step {b) of 
the procedure is developed with the Mecke reagent (Kobert, 1887, Kofler, 
1927) 
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This reagent is made by dissolving 1 gm. of selenions acid in 200 ml. of concen- 
trated H 2 SO 4 , and is used by adding 6 ml. of the reagent to 3 ml. of saponin in saline 
in dilutions from about 1 in 1000 to 1 in 10,000. A brown color develops almost 
immediately. The intensity of color is measured with a Lumetron photometer at 
5300 A, and this must be done within 2 minutes; in practice, the measurement is 
made as soon as the bubbles which result from the addition of the reagent to the 
saponin solution have disappeared. An opalescence, followed by a, cloudiness and 
finally by the formation of a reddish-brown precipitate, appears if one waits longer 
and if the saponin is sufficiently concentrated. Beer’s law is followed only over a 
small range and in dilute solutions, as is shown by the following relation between 
dilution and log /: 1 in 6,400, 9; 1 in 3,200, 18; 1 in 1,600, 32; 1 in 1,200, 46; in more 
concentrated solutions the opalescence and precipitate appear. The reagent is not 
specific for the saponins, although different saponins develop different colors with it, 


TABLE III 


Initial lysin in bulk phase 

Lysin in bulk phase after contact with cells 

Effect of inhibitory 
material 

Si 

Cl 

C] 1 

Colorimetric 

estimation 

Cl 

Hemolytic 

titration 

R j 

Ai 

Ci 

Ac 

2000 

1000 

970 

910 

■n 

90 

955 

45 

4000 

500 

505 

455 

mm 

45 

476 

24 


333 

330 

300 

wsm 

33 

318 

15 

■■ 

250 

1 

255 

220 

1.14 

30 

244 

6 


Values of c and of A are in -y throughout. 


and small color values are obtained when it is added to dilute plasma or the super- 
natant fluids of cell or stroma suspensions; this means that suitable blanks must be 
set up along with the standards and unknowns.* 

Table III shows the result of a t3TJical experiment carried out in the same 
way as the experiments on which Tables I and II are based, except that sap- 

* Because Beer’s law is followed only over short ranges of dilution, it is doubtful 
whether the color values for these blanks can be subtracted from the color values of 
the unknowns in the usual way to give the final values, unless the blank values are 
quite small. A similar difficulty is encountered in connection with the furfural 
determinations. For example, in Table IV a 1 in 3000 taurocholate gives a value 
for log I of 19, a 1 in 10 serum a value of 12, and the mixture of the two a value of 
30; the mixture would thus seem to contain (30 — 12)/19, or 95 per cent of the lysin 
actually present. The general effect of subtracting the serum blanks is to make the 
lysin apparently present less than that really present, but this causes trouble only 
when the blanks have a color value of more than 10 per cent of the color value of the 
unknown. Even when these sources of uncertainty are taken into account, however, 
the colorimetric determinations in Tables I, II, III, V, and VI with furfural and the 
Mecke reagent are sufficiently good to make it certain that cj is substantially the 
same as cj, and that C 2 is much greater than C 3 . 
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onin is used as the lysin instead of the bile salts. The contents of Table m 
are arranged in the same way as those of Tables I and II. 

The results of e.xperiinents of this type, with saponin as the lysin, are sub- 
stantially the same as those of the experiments in which the lysin is sodium 
taurocholate or sodium glycocholate, except that the ii-values tend to be 
smaller. The conclusions of this section accordingly are: (1) The suspension 
medium of a thrice washed red cell suspension contains inhibitory substances 
which render inert a small quantity of lysin, in, so far as its hemolytic efiect 
is concerned. (2) On the addition of the lysin to the cell suspension, a further 
quantity of lysin is rendered non-hemolytic within the short time necessary 
for the separation of the cells from the bulk phase of the system, and before 
any lysis takes place. This quantity (Aj) is several times greater than A 4 . 
(3) The colorimetric measurements show that the quantity of chromogenic 
material in the hulk phase, after contact with the cells, is substantially the 
same as that present initially,* and that no appreciable quantity of the lysin 

® The observation that the conccirtration of taurocholate or glycoriiolate c$ found 
colorimetrically in the bulk phase, after contact wth the cells, is substantially the 
same as the initial lysin concentration ci although a considerable quantity of the 
lysin in the bulk phase is non-hemolytic, leads to the conclusion that lysin combined 
with the inhibitory material of the system is as diromogcmc in the furfural reaction 
as is free lysin. This important conclusion can be arrived at in another way by 
showing that such inhibitory substances as diolesterol and the scrum proteins do 
not interfere with the color reaction. This is done in Table TV, which shows the 
quantity of taurocholate, as a percentage of the quantity added, which is found by 
the furfural color reaction in the presence of cholesterol, serum albumin, and serum 
itself. The quanrity of cholesterol added is equimolar with the quantity of tauro- 
cholate, the amount of serum added such as to give dilutions of 1 in 20, 1 in 100, 
and 1 in 200 in the scrum-taurocholatc mixture, and the amount of serum albumin 
added such as to give a concentration of 0.25 per cent in the albumin-taurocholate 
mixture. 


TABLE IV 


m 

1 Substanen added 

Serum, 1/10 

Serum, i/SO 

Serum, 1/100 

Cholesterol, 

equimolar 

Serum aibumlo, 
0J5 per cent 

1000 

106 

101 

100 

102 

1 102 

2000 

120 

100 

99 

102 

j 101 

3000 

157 

100 

102 

— 

— 

4000 

— 

— 

— 

100 

98 


The only important interference with the development of color occurs when serum, 
diluted \ in 10, is present, and here the interference bccotnes greater as the concen- 
tration of taurocholate becomes less. The interference nnth color production is 
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initially present accumulates in increased concentration at the red cell 
surfaces.'^ 


II. The Utilization of Lysin hy Stromata 

The problem as to whether lysin is used up during the hemolytic process is 
seriously complicated by the fact that the lysis of red cells results in the libera- 
tion of inhibitory material (hemoglobin and intracellular substances). These 
substances are present in such large amounts in completely hemolyzed hemo- 
lytic systems that they interfere with the colorimetric determinations of both 
saponin and the bile salts, while if a hemolytic titration is used to determine 
the quantity of lysin remaining, there is dijfficulty in deciding whether the 
smaller amoimt of active lysin found is the result of its having been used up 
in the lytic reaction or to its having been rendered inert by liberated inhib- 
itors. 

To simplify the situation, the reaction between lysins and red cell ghosts 
(stromata) can be studied instead of that between lysins and the red cells 
themselves, and in this way some of the difiSculties associated with the libera- 
tion of hemoglobin are avoided. In saponin-stroma systems, indeed, the 
effects of inhibitoiy material are very small, and so these systems are ideal in 
so far as those aspects of the problem which can be elucidated by hemolytic 
titrations are concerned. Unfortunately, colorimetric measurements of lysin 
concentrations are not satisfactory in saponin-stroma systems. Colorimetric 
measurements are excellent, on the other hand, in bile salt-stroma systems, al- 
though here the interpretation of the results of hemolytic titrations are rendered 

negligible, however, when serum in dilutions greater than 1 in 50, equimolar choles- 
terol, or 0.25 per cent serum albumin are present in the systems containing the lysin 
in concentrations from 1000 y/m\. to 250 y/ml. This means that taurocholate, 
largely combined with cholesterol or serum proteins in such a way as to be non-lytic, 
is as chromogenic in the furfural reaction as is hemobdically active taurocholate. 
Similar results are obtained with sodium glycocholate. 

* Differences in the inhibitory effect of serum are observed when either the number 
or the kind of red cell used in a hemolytic system is varied, or when the pH is changed, 
and I have tried to account for this in terms of a competition for lysin between the 
inhibitor and the cell surfaces (Ponder, 1945 a, b). This competition is supposed to 
result from the lysin-inhibitor combination being partially reversible, and to lysin 
accumulating at the surfaces of different numbers and kinds of red cells to different 
extents. The greater the tendency (measured by f) for the lysin to accumulate at 
the cell surfaces, the smaller the amount bound in the lysin-inhibitor combination; 
i.e., the less the inhibition produced by a given amount of inhibitor. It now seems 
clear that the proper explanation for the effects of changing the number or kind of 
red cell, or of changing the pH of the system, does not depend upon differences in the 
tendency of the lysin to accumulate at the red cell surfaces. Some other explanation 
is required. 
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somewhat equivocal by the relatively large effects of inhibitory substances 
present in the fluid in which the stromata are suspended. Taken together, 
however, the observations which can be made in saponin*stroma systems and 
those which can be made in bile salt-stroma systems enable us to form a fairly 
clear picture of what happens to the lysin. 

The experimental procedure is very similar to that described in section I. 
A suspension of the stromata of thrice wadied human red cells is made by 
hemolyzing the cells with water, bringing the pH of the hemolysate to about 
5.5 by bubbling CO 2 through it, and throwing down the ghosts by gentle cen- 
trifuging. The ghosts are washed, with very slow centrifuging, with saline 
saturated with CO 2 , and a suspension of stromata, equivalent to a standard 
red cell suspension, is prepared as already described (Ponder, 1934 o).® 

To 2 ml. of various dilutions of lysin are added 2 ml. of saline, and, when the 
mixture has been brought to the temperature at which the experiment is to be 
conducted, 1 ml. of the stroma suspension, at the same temperature, is added. 
The stromata are either thrown down by centrifuging at high speeds imme- 
diately, and are thus separated from the bulk phase, or are allowed to react 
with the lysin for various times before being separated by centrifuging. In 
either case, the supernatant bulk phase is removed from the layer of stromata, 
and the concentration of lysin in it is found by a color reaction (as in step ( 6 ) 
of section I, furfural being used to develop the color in the case of the bile 
salts, and the Mecke reagent in the case of saponin), and by a hemolytic titra- 
tion similar to that of step (c) of section I. Supernatant fluid from the stroma 
suspension is obtained at the same time as the lysin-stroma systems are cen- 
trifuged, and the inhibition produced by the inhibitory material contained in 
it is found by a procedure similar to that described in section I, step (d). 

Results obtained in a typical experiment in which stromata react with 
sodium taurocholate are shown in Table V. Here ci (the initial concentration 
of lysin in 7/2 ml.), C 2 (the concentration of lysin found in the supernatant 
fluid by the color reaction), Aj (the quantity of lysin rendered inert as found 
by the hemolytic ritration), and (the quantity of lysin rendered inert by 
the inhibitory material in the suspension medium of the stroma suspension) 
have the same meanings as in Tables I, H, and HI. Table VI shows similar 
results for an experiment in which the lysin is saponin; unfortunately, it is 
possible in this case to measure c* only when ci is 2 OO 7 , for if Ci is smaller the 
color developed with the Mecke reagent is too small to allow of a satisfactory 
determination being made in view of the dubiety which exists as regards the 
blanks (see footnote 2 ). 

* A suspension of stromata which is prepared so as to be equivalent to a standard 
red cell suspension as regards its effectiveness in reacting with lysin in one dilution 
is not exactly equivalent when reacting with lysin in other dilutions. 
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By taking the results contained in Tables V and VI together, the conclusions 
of this section are: (1) The suspension medium of a stroma suspension contains 
inhibitory substances which render a quantity of lysin, A 4 , inert so far as its 
hemolytic effect is concerned, and this quantity is considerably greater when 
the bile salts are used as lysins than when the lysin is saponin. (2) When 
lysin is allowed to react with a stroma suspension, a much greater quantity of 
lysin A 3 is rendered non-hemolytic, the quantity depending on the length of 


TABLE V 


Immediate separation 

Reaction for 4 hrs. 

Cl 

Cj 

A, 

Ai 

ca 

At 

Ai 

2000 

mM 

504 


1919 

— 

240 

1333 


383 

mssM 

1330 


195 

1000 

Wmm 

305 

170 

980 

670 

176 1 

800 

■■ 

255 

130 

770 


130 


TABLE VI 


Immediate separation 

Reaction for 4 hrs. 

Cl 

Ci 

At 


cs 

^3 

Ai 

200 

195 

15 

0 

205 

105 

0 

133 

— 

11 

0 

— 

83 

0 

100 

— 

12 

0 

— 

59 

4 

80 

— 

13 

0 

— 

44 

7 

67 

I 

10 

I 

3 

1 

— 

32 

7 


time during which the reaction takes place (see Ponder, 1935, for extensive 
time-concentration relations for systems containing saponin and stromata). 
(3) Colorimetric measurements show that the concentration of chromogenic 
material in the bulk phase of the lysin-stroma systems at the end of several 
hours of reaction is substantially the same as it was initially, before the reaction 
began. 


DISCUSSION 

The first observation to be accounted for is that the concentration of lysin 
in the bulk phase of a lysin-stroma system, as determined colorimetrically, is 
substantially tlie same as the initial concentration, even though a reaction 
between the lysin and the stromata has continued for hours, and though a 
large fraction of the lysin in the bulk phase can be shown to be inert as regards 
its hemolytic properties. This would be so if the lysin molecules were as 
chromogenic after they had reacted with the cell components as before the 
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reaction, and if the reaction were not to involve the lysin molecules being bound 
to the portion of the cell or of the ghost which remains and can be separated 
after hemolysis, or stromatolysis, has occurred. Such a picture of what 
takes place during the “fundamental reaction” of hemolysis, involving the 
interaction of the lysin molecules of the bulk phase with components of the cell 
membrane (and perhaps with more deeply placed components as well) to form 
lysin-stroma compounds or complexes, and the subsequent diffusion of these 
compounds or complexes outward into the bulk phase in which they appear as 
chromogenic but non-lytic, has many similarities to Schulman and Rideal’s 
picture of what happens in the process of film penetration (Schulman and 
Rideal, 1937 a, 6).® Other possibilities are that the amount of lysin utilized 
is so small (less than 2 per cent of Ci) that its disappearance cannot be 
measured by the color reactions employed, or even that there is no utilization 
at all. These alternative explanations, which would call for a completely new 
theoretical treatment, and which lead to great difficulties in accounting for 
the relation between the velocity of hemolysis and the concentration of lysin, 
will be referred to again below. 

The question which next arises is whether the disappearance of the quantity 
(As — A^), occurring within a minute of the addition of the lysin to the cells 
(Tables I, II, and m) can be accounted for as being a utilization of lysin. 
An attempt can be made at answering, this question by comparing the values 
of (As — A^) for different values of Ci with the values of x, calculated for t — 

1 minute from the expression which describes the experimental data best on 
the assumption that a reaction between lysin and cell components is really 
involved. The expression 

A y— r p— 1 

Kt = \cp - (c - x)~r] (2) 

derived from 

dx/dl = Kic - :c)" (3) 

with p = l/«, is one which describes the experimental values for time-dilution 
and percentage hemolysis curves excellently, even if empirically, and so, as a 
specific instance, we can calculate x for various values of ci and for t = 1.0, 

® There seems to be no reason in the meantime why the processes of heraol>*sis and 
stromatolysis should not be thought of side by side with the process of penetration 
and breakdoT-Ti of mixed protein-lipoid film, each kind of process throwing light on 
what happens in the other. Questions of roechan^m are more likely to be settled 
by studying film penetration, and questions of kinetics by studjing hemolytic and 
stromatolj'tic processes. While the kinetics of penetration have not been fully 
worked out, it is probable that they will require the same kind of equations as have 
been developed in connection wnth hemolytic systems, and that the same kind of 
difficulties, both mathematical and physical, will make their appearance once more. 
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using 11 = 1.5 and K = 0.0012, these being the values which give the best 
fit to the time-dilution curve for sodium glycocholate at 4°C., with its asymp- 
tote at Cm = 500. The resulting values of x can then be compared, in Table 
VII, with the values of (As — A 4 ) derived from Table II. 

A comparison of the calculated values of x and of the experimental values of 
(As — A 4 ) shows that some occurrence, not recognized in the simple theory on 
which expressions (2) and (3) are based, takes place in the hemolytic system 
within a short time (1 minute, and perhaps much less) of the addition of the 
lysin to the red cells. The nature of this occurrence is stiU an open question, 
for it might be either (a) a rapid utilization of lysin, or (b) a rapid giving-off 
of inhibitory material from the cell surfaces into the bulk phase of the system.^ 
It should be emphasized, however, that it is not simply the fixation of lysin 
molecules which precedes film penetration, for C 2 , measured colorimetrically, 
is substantially the same as Ci; this means that no appreciable amount of lysin 


TABLE VII 


Cl 

* for / = 1.0 

(Ai - Ai) 

2000 

118 

460 

1333 

65 

304 

1000 

40 

266 

667 

20 

190 


is fixed to the material of the cell in such a way as to be carried down when the 
cells are separated by centrifuging. 

If these two possibilities exist as regards the values of (A 3 — A 4 ) in Tables 
I, II, and III, the same two possibilities exist as regards the values of (A 3 — 
A 4 ) in Tables V and VI. Here the large amoimt of lysin which disappears 
after a 4 hour reaction between lysin and stromata, in excess of the amounts 
which can clearly be accounted for by the inhibitory effects of material in the 
stroma suspension medium, can also be the result of (c) utilization of lysin 
with a diffusion of the non-lytic but chromogenic lysin-stroma compounds back 
into the bulk phase, or (b) the giving-off of inhibitory material from the stro- 
mata into the bulk phase and the formation of non-lytic but chromogenic 
compounds with the free lysin there. It would be helpful if we could make a 
calculation, similar to that upon which the data of Table VII are based, show- 

It is possible that the red cell as a whole represents a system which is in equi- 
librium with its environment, and that the addition of lysin results in a sudden trans- 
fer of material from the cell phase to the bulk phase so as to satisfy some new equilib- 
rium conditions. One instance in which something of this sort occurs is when red 
rplU in saline are placed between closely appUed glass surfaces; the “antisphering 
substance,” a protein, then leaves the cells to be adsorbed on the glass, and the cells 
become spheres (Furchgott, 1940; Furchgott and Ponder, 1940). 
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mg the quantity of lysm which would be expected to be utihzed at the end of a 
4 hour reaction penod between lysm and stromata, and if we could show that 
the values of (A 3 — A 4 ) in the last two columns of Tables V and VI are greater 
than the calculated values of ar, the excess would then represent the result of 
an inhibitory process It has been shown, however, that although the use of 
expressions (2) and (3) results in a good, if empmcal, descnption of the ve- 
loaty of hemolysis, the same expressions cannot be used to descnbe the subse- 
quent process of stromatolysis (Ponder, 1935) As a result, we have no means 
of knowing to what extent a process of utihzation, or alternatively a process of 
inhibition, is responsible for the value of (A 3 — A^) m the last two columns of 
Tables V and VI The explanation of the differences (Aj — A 4 ) in the third 
and fourth columns of these tables presents the same problem as the explana- 
tion of the differences (A3 — A^) in Tables 1, 11, and m, here agam we have no 
way of deciding whether the differences are the result of a process of utilization 
or of a process of inhibition 

The essence of the difficulty as regards the kinetics of hemolysis thus seems 
to be that we have to wnte 

(4'' 

instead of expression ( 1 ), without being able to decide on the relative values of 
X and of A In one extreme case the inhibitory effects would be negligible or 
absent, and we would have an expression such as expression ( 1 ), which, m 
one form or another (eg expressions (2) and (3), and the expressions which 
result from putting A Bx, where 5 is a constant®) has been the basis of my 
treatment of the kinetics of hemolysis up to now (Ponder, 1934 b) In the 
other extreme case, x would be zero, and there would be no reaction involving 
a utilization of lysm If this were the true state of affairs, colonmetnc methods 
would certainly not reveal any disappearance of lysm, for there would be none, 
and we would have to account for the fact that hemolysis takes infinite tune 
m a concentration Ca, by saying that all the lysm m this concentration is ren- 
dered mert by inhibitory raatenal We would then have to develop some 
completely new theory, m which a reaction between lysm and cell components 
was not mvolved, in order to account for the experimental observation that 
the velocity of hemolysis is a function of lysm concentration It may remain 
a possibihty that no utilization of lysm occurs during the hemolytic process, 

* The inhibition term A = Sx or Bex is introduced into the equation for the funda 
mental reaction of hemolysis in order to take account of the inhibitory effect of the 
hemoglobin liberated as the cells hemolyze In a complete theory, it would be re- 
quired in addition to the inhibitory terms discussed in this paper, which deals only 
with the events which occur on the addition of lysm and before lysis begins, and the 
events which occur in virtually hemoglobin free lysm stroma systems 
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but, if so, llicrc is no indication in the meantime as to the form which a new 
thcorj' might take." 

Tlie intermediate case of exjwcssion (4), in wliich neither a: nor A arc negli- 
gible, still seems to be the one which describes the greatest number of the 
phenomena obscr\'cd in hemolytic systems, although it must be admitted that 
no specific function of (c — .r — A) which has been proposed so far has proved 
capable of describing the phenomena in their entirety. Part of the reason for 
this is evidently that earlier attempts at formulation did not recognize the 
c.xtent to which the course of hemolytic reactions is influenced by inhibitory 
processes. In addition to tliis, it is probably an oversimplification to look 
upon hcmol 3 ’sis as the escape of fluid cell contents through a thin membrane 
the integrity of which is broken down by the lysin as a result of a process of 
film penetration, or in some other waj'. Tin’s picture of what happens may 
have to be replaced bj’ a more comple.x one as our information regarding red 
cell structure becomes more complete.’® 

® The mass of the "fixed framework” of tlic cells in a standard hcmoljlic .s\-stem 
is about 100 to 200 y. It is not known how mucli of the fi.ted framework corresponds 
to the structures whicli break down in the process of hemolysis, but lj*sis by quantities 
of lysin negligible in comparison to the asymptotic concentrations would have to 
be the result of clianges initially occurring in quite a small fraction of the framework. 
Once initiated, the effects might of course spread to adjacent parts of the structures 
involved. INIorc specifically, assuming lysis to be the result of a breakdoum of a 
cell membrane, Ir of lysin or less would have to be able to destroy the integrity of 
membranes with a minimum mass of 30 y. This is certainlj’ a possibility, for the 
cell surfaces may break down in spots (Ponder, 1941), or each y of Ij’sin ma\’ be able 
to produce disorganization of a mass of material much greater than itself, whether 
this material is present as a membrane, or as an intracellular structure to which 
hemoglobin is attached. 

’® WTicn tlie rat red cell clianges from its normal form to its paracrj’stallinc form 
(Ponder, 1945 c), the amount of saponin or of digitonin required to hcmolyzc it 
increases several fold, probably because more tlian the breaking down of a thin mem- 
brane is required for the liberation of the hemoglobin. The degree of complexity 
of the c.xpressions required to describe the process will depend, of, course, on the 
complc.rity of the red cell structure which has to be postulated; as soon as we pass 
from the simple model of a bag containing fluid enclosed in a paucimolecular mem- 
brane towards a model in whidi the hemoglobin is bound to an intracellular material 
and surrounded bj’’ a membrane varj-ing in structure from point to point, we need to 
use equations developed on the basis of a tlirce-dimensional geometry instead of 
simple e.xprcssions, sudi as (1) and (4), which apply to spatially homogeneous sys- 
tems. This spatial element in the treatment of the kinetics may turn out to be 
necessary; for example, if disorganization of a hemoglobin-stromatin complex in the 
cell interior were a necessary part of the hemoljdic process, a lysin would act more 
effectively when present in suffident concentration to enable it to enter the cell from 
all over the surface than when it could enter the cell only through holes resulting from 
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This paper is concerned with hemolytic systems containing sodium tauro- 
cholate, sodium glycocholate, or saponin, and either human red cells or the 
ghosts (stromata) of human red cells. The lysins are allowed to react with the 
cells for a short time (1 minute or less), and with the ghosts for a long time (4 
hours), and the quantity of lysin remaining in the bulk phase, after the removal 
of the cells or of the ghosts, is found by (a) colorimetric methods, and (6) 
methods which measure its hemolytic activity. 

In the experiments in which the lysins react with the cells for a time so short 
that none of them is hemolyzed, it is found: (1) that the suspension medium 
of a cell suspension contains inhibitory substances which render a small amount 
of the lysin non-lytic, (2) that on the addition of the lysin to the cell suspension, 
a further and much larger amount of lysin is rendered non-lytic, and (3) that 
the quantity of chromogenic material in the bulk phase, after the lysin has 
been in contact with the cells and the latter have been removed, is substantially 
the same as that initially present. No appreciable quantity of lysin, accord- 
ingly, accumulates in increased concentration at the cell surfaces. The re- 
sults of the colorimetric determinations show that the apparent disappearance 
of lysin from the bulk phase, once thought to be due to an accumulation of 
lysin at the cell surfaces, is the result either of an inhibitoiy process or of a 
sudden utilization of lysin unrecognized by e-risting theory. 

In the experiments in which the lysins react with stromata for 4 hours, it is 
found: (1) that the suspension medium of a stroma suspension contains in- 
hibitory substances which render some of the lysin non-lytic, (2) that when the 
lysin reacts with the stromata over a p>eriod of time, a much greater quantity 
of lysin is rendered non-lytic, and (3) that the concentration of chromogenic 
material in the bulk phase of the lysin-stroma ^stem, after 4 hours of reaction, 
is substantially the same as it was initially. The observations can be ac- 
counted for by supposing that the lysin molecules are as chromogenic after 
reacting with the cell components as before, and by their not being bound to 
the cell or to the ghost, but diffusing back, combined with the components 
with which they have reacted, into the bulk phase. Such a process would 
have similarities to the process of penetration and breakdown of mixed pro- 
tein-lipoid films. Because it is not possible at present to decide how much of 
the lysin is rendered inert because of utilization in a reaction with cell com- 
ponents, and how much because of the effect of inhibitory substances, difficul- 
ties and uncertainties arise in connection with tlie e.xpressions which have been 
used to describe the kinetics of hemolysis. 

the breakdown of the surface in spots. In this case, the difference in effectiveness 
would probably be reflected in a decrease in a velocity constant wth decreasing lysb 
concentration. 
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PROTEOLYTIC ENZYMES 
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Because enzymes are among the most important regulators of animal and 
plant life processes, the results of the ability to control and utilize them may 
well prove to be far reaching Such control and utilization can onl> follow an 
understanding of their mode of action, and of the conditions affectmg their 
activity 

One of the most important and best studied groups of organic catalysts is 
the proteolytic enzymes 


A CLASSIFICATION 

Proteolytic enzymes, or proteases, are those enzymes ^ hich break down 
protein by hydrolyzing peptide linkages The work of Bergmann and his co- 
workers (1936, 1937) has demonstrated that t\vo general classes of proteases 
can be differentiated, the proteinases and the peptidases 

Proteinases hydrolyze peptide linkages anynhere in the protein molecule 
Usually the hnkages are within the molecule , » e adjacent to another peptide 
bond, so that these enzymeshavehecn cahed^endopeptidascs " The> maybe 
further classified on the basis of animal or plant origin, extracellular or intra 
cellular action, optimal action at neutral pH or m varying degrees of aadity, 
and activation or inactivation b> various compounds The extracellular 
proteinases include pepsin (active in aad medium), trypsin and chymotrypsin 
(most active m neutral or slightly alkaline medium), and some yeast, mold, 
and bacterial proteases The intracellular proteinases include those of animal 
origin, called cathepsins (found in all tissues and organs, and most active m 
acid medium at pH 5 to 6), and those of plant origin, including papain (from 
the papaya plant, optimum pH 5 to 6), fian (from figs), bromelin (from pine 
apple), most yeast and mold proteases, and most bacterial proteases Leuco 
protease, the proteolytic enzyme of white blood cells (most actne at neutral 
pH), probably functions within as well as outside of the cells, but because its 
properties are similar to those of tiypsin it has usually been classified with 
this extracellular enzyme 

Peptidases hydrolyze only peptide hnkages that are adjacent to the end of 

* Emanuel Libman Fellow m Medicine at the lime of completion of this work m 
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1. The Control or Their Activity 
B y DAVID GROB* 

{From the Department of Bacteriology, Johns Hopkins University 
School of Medicine, Baltimore) 

(Received for publication, January 3, 1946^ 

Because enzymes are among the most important regulators of animal and 
plant life processes, the results of the ability to control and utilize them may 
well prove to be far reaching. Such control and utilization can only follow an 
understanding of their mode of action, and of the conditions aflfecting their 
activity. 

One of the most important and best studied groups of organic catalysts is 
the proteolytic enzymes. 

A. CLASSIFICATION 

Proteolytic enzymes, or proteases, are those enzymes which break down 
protein by hydrolyzing peptide linkages. The work of Bergmann and his co- 
workers (1936, 1937) has demonstrated that two genera! classes of proteases 
can be differentiated, the proteinases and the peptidases. 

Proteinases hydrolyze peptide linkages anywhere in the protein molecule. 
Usually the linkages are within the molecule, t.e. adjacent to another peptide 
bond, so that these enzymes have been called “endopeptidases.” They may be 
further classified on the basis of animal or plant origin, e.Ktracellular or intra- 
cellular action, optimal action at neutral pH or in varying degrees of acidity, 
and activation or inactivation by various compounds. The extracellular 
proteinases include pepsin (active in acid medium), trypsin and chymotrypsin 
(most active in neutral or slightly alkaline medium), and some yeast, mold, 
and bacterial proteases. The intracellular proteinases include those of animal 
origin, called cathepsins (found in all tissues and organs, and most active in 
acid medium at pH 5 to 6), and those of plant origin, including papain (from 
the papaya plant, optimum pH 5 to 6), fidn (from figs), bromelin (from pine- 
apple), most yeast and mold proteases, and most bacterial proteases. Leuco- 
protease, the proteolytic enzyme of white blood cells (most active at neutral 
pH), probably functions within as w'cll as outside of the cells, but because its 
properties are similar to those of trypsin it has usually been classified with 
this extracellular enzyme. 

Teptidases hydrolyze only peptide linkages that are adjacent to the end of 

• Emanuel Libman Fellow in Medicine at the time of completion of this work in 
June, 1943. 
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the protein molecule, and have therefore been called “exopeptidases.” They 
may be classified on the same bases as the proteinases, and are as widely dis- 
tributed. Both proteinases and peptidases, especially the latter, have been 
further classified in terms of the specificity of the substrate that is hydrolyzed. 
Thus, carboxypcptidases hydrolyze substrates with a free carboxyl group 
adjacent to the linkage to be split, aminopeptidases hydrolyze substrates with 
a free amino group, and dipeptidases, substrates with a free carboxyl and a 
free amino group. 

B. CONDITIONS AFFECTING THE ACTIVITY OF PROTEOLYTIC ENZYMES 

(review of literature) 

The influence of temperature and of hydrogen ion concentration on the activity of 
proteolytic enzymes has been carefully studied. Most of these enzymes are very 
active at 37°C., slightly increased in activity by short exposure to a temperature 
between 37 and 60°C., slightly impaired by a temperature of 65°C., and destroyed 
(in solution, though not in dry state) above 70°C., the necessary temperature varying 
inversely with tlie length of time of exposure. The non-specific influence of adjacent 
ions and molecules on the thermodynamic environment, and the specific influence of 
many ions, especially metallic ones, has also frequently been evaluated. Realization 
of the significance of oxidation-reduction systems is more recent, and while the in- 
tracellular proteinases have been intensively investigated in this regard, the important 
extracellular proteinases and leucoprotease have been relatively neglected. 

Consideration of the importance of oxidation-reduction systems began with the 
discoveries that HCN (Vines, 1903, 1905), HoS (Mendel and Blood, 1910), cysteine, 
and HS glutathione (Grassman, von Schoencbeck, and Eibeler, 1931) increased the 
activity of papain and of cathepsin (Grassman cl al, 1930; Waldschmidt-Leitz, 1929). 
The physiological significance of these findings was emphasized by tlie demonstration 
(Grassman, Dyckerhoff, and von Schoencbeck, 1930) that many intracellular pro- 
teases, both plant and animal, are accompanied by sulfhydryl compounds which serve 
as natural activators, presumably by virtue of their reducing action. A theory' for the 
mechanism of the activation of papain by reducing agents, and of the reversible 
inactivation of papain by careful use of oxidizing agents such as iodine or hydrogen 
peroxide (Bersin, 1933, 1934) was developed by Bersin (1935) and Hellerman (1937), 
who suggested that the disulfide form of the enzyme (En — S — S — En) is inactive, and 
that reduction of disulfide groups to active sulfhydryl groups activates the enzyme: 

reduction 

En—S— -S— En + 2H+ + 2(e) ;===:=± 2En - SH 

oxidation 

This sulfhydryl mechanism has been extended by Hellerman (1937) and has been 
applied to many other enzymes. Further evidence for this mechanism is provided 
by the reversible inactivation of these enzymes (papain, cathepsin, urease) by mer- 
captide-forming reagents (such as benzyl mercuric chloride, /»-tolyl mercuric chloride, 
cuprous oxide, etc., represented below as Me) and their reactivation by substances 
which decompose the mercaptides (Hellerman, 1939); 

En - SH -k Me+ En - S - Me -f H+ 
active inactive 
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Objections to the sulfhydiyl theoiy (Beigiiiann and Fniton, 1941), based on \aT^ mg 
specifiaties of the activators unrelated to reducing potential, and on the mechanism 
of activation by HCN, will not be considered at present It is de«ired mainlj to 
emphasize the significant r61e which biologically important thiol sulfhydr> 1 compounds 
(glutathione, ergothionme, cysteine, o^teine peptides, sulfhydiyl containing pro- 
teins, etc) and other oxidation reduction compounds (eg ascorbic aad) play in (he 
control of enzyme action For the sake of simplicity such control will be assumed to 
be exerted by virtue of control of the oxidation reduction sj stem, though other 
mechanisms of action are not exduded 

Table I attempts to summarize the literature on the importance of the oxidation- 
reduction system m the control of the activity of many enzjTncs First are listed the 
enzymes whose reduced form is more active than the oxidized form, then the enzymes 
whose oxidized form presumably is more active Activation and inhibition have m 
most cases been shown to be reversible and reaprocal, particularly m that enzymes 
which are activated by reducing agents (espeaally sulfhydryl compounds) are m 
hibited by oxidizmg agents (especially inhibitors of sulfhydryl groups) 

As previousI> mentioned, the stud> of the mfluence of the oxidation reduction 
system on extracellular protemases and on leucoprotease has been relatively neglected 
Grassman, Dyckerhofi, and von Sdioenebeck (1930) demonstrated that tystcme, 
HjS, HCN, and p> rophosphate reduced the activity of trypsin, while (ystine increased 
Its activity, but they attributed these findings to the mactivation of trjpsm kinase 
by the reducing agents and activ*atioo by cystine, rather than to any direct effect on 
the enzyme Search of the literature revealed no report on the mfluence of the oxida- 
tion reduction system on Ieucoprotea«e, or on the inhibitors of trypsin and Icucopro 
tease, including serum antiprotease 

Table II attempts to summarize the literature on substances which, m suitable 
concentration, have been found to mfluence the activity of trypsin and leucoprotease 

Because of similarity of mariy properties, leucoprotease and trypsm have been 
thought by some (WiUstatter and Rohdewald, 1932) to be identical enzj mes Others 
(Stem, 1931) have pointed to the difference m the effect of Mn++and Fe-*-*- (m suitable 
concentrations) on these enzymes and have concluded that they are different Com- 
parison IS difficult because crude tijpsm, and leucoprotease as extracted from white 
blood cells, are mixtures of cnzymies, and furthermore the leucoproteases of different 
animals may differ considerablj in the kmds and amounts of enzymes present Tlius 
the proteinase activity of the polymorphonuclear leucocytes of carnivorous animals 
at pH 7 IS said to be over twice as high as that of herbivorous animals (AVillstatter 
and Rohdewald, 1932) Barnes (1940) has compared the protemases of rabbit and 
cat white blood cells as follows 
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Parker and Frankc (1917) also found no “tryptase” in rabbit polymorphs, but Weiss 
(1939) has reported the presence here of a “tryptase” which digests casein or gelatin 

TABLE I 

Protcinascs activated by reducing agents 

(a) Papain proteinase (79, 59, 35) 

(b) Cathepsin (35, 82) 

(c) Ficin and bromelin proteinase (41) 

(d) Yeast proteinase (33) 

(e) Proteinases of anaerobic bacteria, and of aerobic bacteria in presence of Fe++ (85) 

Peptidases activated by reducing agents 

(a) Some yeast and mold dipeptidases (also activated by Zn++ or Mn"^ (33) 

(b) Some intestinal dipeptidases (also activated by Mn"*^ (31) 

(c) Animal intracellular (“cathcptic”) peptidases (29) 

(d) Bacterial peptidases, especially of anaerobic bacteria (also activated by Zn"*^, Fe"^, 

Pb++, Cu++, Mn++, Sn++, Cd++, Hg++) (9) 

(c) Most d-aminopeptidases (11) 

Other enzyme systems activated by reducing agents 

(a) Pneumococcal hemolysin (73) 

(b) Lysozyme (60) 

(c) Cerebrosidase (78) 

(d) Muscle glycolysis (32) 

(e) Urease (40) 

(f) Serum complement (24) 

(g) Stability of virus proteins (increased by reducing agents) (71, 3, 18, 61, 91) 

(/») Liver pyruvate, malate, and ketoglutarate oxidase; adenosinetriphosphatase (5) 

(») d-amino acid, /-glutamic acid, and monoamine oxidase; transaminase (5) 

(j) Yeast alcohol, liver choline, and bacterial glycerol oxidase (5) 

(k) Liver and bacterial (£. colt) stearate, bacterial oleate, heart /S-bydroxybutyrate oxidase; 

? pancreatic lipase (5) 

(/) Acetylcholine esterase; ? serum mono-«-butyrin and liver esterase (5) 

Proteinases inhibited by reducing agents 

(a) Trypsin (kinase said to be inhibited) (34) 

(b) Proteinases of aerobic bacteria in absence of Fe++ (85) 

Peptidases inhibited by reducing agents 

(a) Some yeast and mold dipeptidases (also inhibited by Mn++ and polypeptidases (33, 10) 

(b) Intestinal leucine aminopeptidase (33), effect counteracted by Mn"^ and Mg"*^ (9) 

(c) Papain peptidase (12) 

Other enzyme systems inhibited by reducing agents 

(a) Protein synthesis by papain (80, not confirmed in 77) 

at pH 8. Human polymorphs (obtained from the blood of myeloid leukemia patients) 
have been found to contain proteinase most active at pH 7 to 8, other proteinase most 
active at pH 4, and peptidase most active at pH 7 to 8 (Husfeldt, 1931). 

No discussion of the inhibition of proteolytic enzymes would be inclusive without 
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^LE II 

SubsUnces vbich h&ve been foimd to inhibit the activity of trypsm 

(0) Serum and plasma (44, repeatedly confirmed) 

(6) Charcoal (39) 

(c) Unsaturated fatty acids (49) 

(d) Tryptic digests of proteins (7, 47) 

(<) Pancreatic trypsin inhibitor (crystalliaed— 63) 

(/) Serum inhibitor (crj stalhaed — ^72) 

(1) Egg white antitrypsin, (said to act by mhibiting trypsin hinase — 2) 

(A) C>'steme, HiS, HCN, and pyrophosphate (said to act by inhibiting trj'psm kmase— 34) 
(t) Hydrogen ion concentration other than the optimum of pH » 8 (37) 

(;) Alcohol, formaldehyde, thymol, chloroform, toluol, some alkaloids, eg hordemne sul- 
fate (26) 

(A) Glycerol (81) 

(!) Tnglycendes, sugar (concentrated), asparagme, glutamic aad (27) 

(m) Glycylglyane, Icucylglycine, and alanylglyone (84) 

(n) F“, Cl- > I- > Br-, NH<+ > > Na+ (21) 

(o) Cu-H-, Zn++ (76) 
ip) Mn-H- (89) 

(?) Hg^ (25) 

(f) Leathm (75) 

(s) Hepann (45) 

(0 Quuunc salts (55) (act by changing pH, according to 74) 

(ti) Urea salts (74) 

(«) Germamn (Bayer 205) (8) 

(w) Aaodyes (56, 68) 

(*) Acnine dyes (trypaflavin, nvanol) and Congo red (6) 

(y) X rays and ultraviolet light (19) 

(s) Bacteria (53) 

SabsUnces wbjch bsve been found to increase the tcUvity of Uypnm 
(c) Cystine (said to act by activatmg trypsm kmase — ^34) 

(6) Asparagme, aspartic aad, glutamic aad, Qrsteine, and CN" (accelerate the first stage of 
hydrolysis, according to 27) 

(c) re++, Se++ (shghtly) (89) 

(d) Ca++, Mg-^ (22) 

(c) Ag^- (76) 

(/) Primary phosphate (28) 

Substances which have been found to inbib t the actmtr of leucoprotease 

(o) Sertim and plasma (65, repeatedly confirmed) 

(6) Tryptic digests of proteins (according to 69) 

(c) Unsaturated fatty aads (50) 

(d) Hydrogen ion concentration other than the optimum of pH =» 7 (76) 

(e) Fe-^(89) 

(/) Qumine salts (55) (act by changing pH according to 74) 

(f) Phosphatide of tubercle baallus (70) 

Substances wbicb have been found to increase the aetivity of leucoprotease 

(fl) Mn++, Sc++ (89) 
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reference to serum antiproleasc. Mammalian and bird scrum and plasma have long 
been known to strongly inhibit many animal and plant proteases, including those of 
pancreasc (tiypsin), yeast, leucocytes (Icucoprotcasc), and tissue cells (cathepsin) 
(Jochman, 1908). Also present in the scrum arc small amounts of proteases active at 
neutral pH and in acid medium (Opie and Barker, 1908), but these arc neutralized 
by a considerable excess of serum antiproleasc. The nature, and the reasons for the 
physiological and pathological variation of the antiprotcolytic activity of the serum 
have been the subject of much dispute. Evidence has been presented (Grob, 1943) 
tliat products of protein hydrolysis (probably one or more polypeptides) formed in 
the intestine and parcntcrally arc an important factor contributing to this activity of 
the serum. Elucidation of tlic mode of action of the antiprotcolytic activity of the 
serum would throw considerable light on conditions affecting the activity of such 
important proteolytic enzymes as Icucoprotcasc and trypsin. 

C. THE CONTROL OF THE ACTIIHTY OF TRYPSIN, LEUCOPROTEASE, AND 
SERUM ANTIPROTEASE (EXPERIMENTAL DATA) 

1, Determination of Proteolytic Activity 

Proteolytic and antiprotcolytic activity were determined by following the digestion 
of casein ncphelometrically by modification of the method of Wunderly (1936). 
Digest mixtures were prepared by adding the following reagents in the order given: 

(a) 0 to 2 cc. of the solution to be tested for influence on protease action, 

(&) 3.5 cc. of M/IS KH 2 PO 4 - K 2 HPO 4 buffer (pH 7.5), 

(c) 0 to 2 cc. of 0.85 per cent NaCl, 

(d) 1 cc. of enzyme solution, 

(c) 3,5 cc. of 0.5 per cent casein solution in 0.006 N NaOH (pH 10.4), 

(/) 5 drops of toluol (did not influence digestion, and prevented bacterial growth if 
tubes were stoppered). 

The total volume of each digest mixture was 10 cc. Ten minutes were allowed to 
elapse between the addition of the enzyme and the casein solution, thus allowing 
exposure of enzyme to inhibitor for an appreciable time interval before addition of 
substrate. Immediately after the addition of the substrate and mixing, 2 cc. of the 
mixture were removed for determination of pH (by Beckman glass electrode), and 
another 2 cc. were removed, added to 2 cc. of 25 per cent HCl and 1 cc. of 20 per cent 
sulfosalicylic acid, and the turbidity of the resulting suspension of undigested casein 
determined with the aid of a photoelectric nephelometer. Similar determinations of 
the concentration of undigested casein were again made after an interval of digestion 
at 37°C. Calibration of the nephelometer, i.e. translation of turbidity measurements 
into corresponding concentrations of casein, was possible, since known concentrations 
of casein were found to transmit light in accordance with Lambert-Beer’s law, the 
concentration of turbid particles being proportional to the logarithm of tlie per cent 
of incident monochromatic light transmitted. A green filter which transmitted light 
of 540 millimicrons wave length gave the greatest range of scale readings. The 
logarithm of the per cent of incident monochromatic light absorbed (7?) was trans- 
lated into corresponding concentration of casein (C) by means of the calibration factor 
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(F « C/R). Concentrations of solution (a) in the digest mixture which caused the 
pH to vary outside of the range 7.4 to 7.9 are not included in the tables. The pH 
of the digest mixture in the absence of solution (n) was 7.8. 

The concentration of crude trypsin in the digest mixture W'as 0.01 mg./cc., of crude 
papain (partly activated by dissolving in water containing a few milligrams of cysteine 
which was then removed by dialysis) 0.1 mg./cc., and of crystalline trypsin O.OOS 
mg./cc. The concentration of leucoprotease (cat) that was used produced approxiv 
mately the same degree of casein proteolysis in 17 hours as was produced in 7 hours by 
0.01 mg./cc. of crude trypsin, in 17 hours by 0.1 mg./cc. of crude papain when fully 
activated, and in 1 hour by 0.005 mg./cc. of crystalline trypsin. (These were the 
digestion times, at 37®C., used throughout the experiment.) 

The initial concentration of casein in each digest mixture was 1.75 mg./ca The 
concentration of casein after partial digestion was determined nephelometrically, as 
described above. Subtraction disclosed the concentration of casein that was digested 
by the enzyme. This enabled calculation of the concentration of free, i.e. active, 
enzyme with the aid of Schutz’s “law”: 

X KVf (at constant incubation Ume) 

where X concentration of protein digested, 

T «» concentration of free {i.e. active) enzyme, 

iC w a constant which is determined by digesting casein with known concentrations 
of each enzyme for the time intervals used experimentally, (e.g. 0.01 mg./cc. of crude 
trypsin digested 0.306 mg./cc. of casein in the standard time of 7 hours so that K » 
3.06 for these conditions). 

Since the initial concentration of protease (£) in each case was 0.01 mg./cc. of crude 
trypsin, O.OOS mg./cc. of crystalline trypsin, 0.1 mg./cc. of papain, and an equivalent 
in leucoprotease activity, the per cent of E that was free {i.e. active) in the presence 

T 

of solution (a) is equal (for crude trypsin) to X 100 per cent « T X 10* per cent, 

, T 

for crystalline trypsm X 100 per cent » 2 X T X 10* per cent, and for papain 
T 

^ X 100 per cent T X 10* per cent. T was calculated for each digest mixture 

(and expressed in equivalent weight of trypsin in the case of leucoprotease), and the 
results are recorded in the tables as "the per cent of enzyme activity.” 

^Vhe^ever serum or plasma was used in these experiments the source was human. 

2. Preparation of Leucoprotease 

The proteolytic enzymes that were studied by this method were crude trypsin 
(Fairchild, beef), crystalline trypsin, lyo-leucoprotease, desmo-leucoprotease, 
and crude papain. Sufficient crystalline trypsin was available for only part of 
the experiments. Results obtained with desmo-leucoprotease were essentialy 
the same as those obtained with lyo-leucoprotease, so that only the latter are 
recorded. 
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reference to serum antiprolease. Mammalian and bird serum and plasma have long 
been known to strongly inhibit many animal and plant proteases, including those of 
pancrease (tiypsin), yeast, leucocytes (Icucoprotcase), and tissue cells (cathepsin) 
(Jochman, 1908). Also present in tlic serum are small amounts of proteases active at 
neutral pH and in acid medium (Opic and Barker, 1908), but these are neutralized 
by a considerable excess of serum antiprolcase. The nature, and the reasons for the 
phj^siological and pathological variation of the antiproteolytic activity of the serum 
have been the subject of much dispute. Evidence has been presented (Grob, 1943) 
tl 2 at products of protein hydrolysis (probably one or more polypeptides) formed in 
the intestine and parcntcrally arc an important factor contributing to this activity of 
the serum. Elucidation of the mode of action of the antiproteolytic activity of the 
serum would throw considerable light on conditions affecting the activity of such 
important proteolytic enzymes as Icucoprotcase and trypsin. 

C. THE CONTROL OF TILE ACTItHTY OF TRYPSIN, LEU COPROTEASE, AND 
SERUM ANTIPROTEASE (EXPERIJtENTAL DATA) 

1. Dclcrminalion of Proteolytic Activity 

Proteolytic and antiproteolytic activity were determined by following the digestion 
of casein ncphelomctrically by modification of the method of Wunderly (1936). 
Digest mixtures were prepared by adding tlie following reagents in the order given: 

(a) 0 to 2 cc. of the solution to be tested for influence on protease action, 

(d) 3.5 cc. of M/IS KH 2 PO 4 - K 2 HPO 4 buffer (pH 7.S), 

(c) 0 to 2 cc. of 0.85 per cent NaCl, 

(d) 1 cc. of enzyme solution, 

(e) 3.5 cc. of 0.5 per cent casein solution in 0.006 N NaOH (pH 10.4), 

(/) 5 drops of toluol (did not influence digestion, and prevented bacterial growth if 
tubes were stoppered). 

The total volume of each digest mixture was 10 cc. Ten minutes were allowed to 
elapse between the addition of tlie enzyme and the casein solution, thus allowing 
exposure of enzyme to inhibitor for an appreciable time interval before addition of 
substrate. Immediately after the addition of the substrate and mbeing, 2 cc. of the 
mixture were removed for determination of pH (by Beckman glass electrode), and 
another 2 cc. were removed, added to 2 cc. of 25 per cent HCl and 1 cc. of 20 per cent 
sulfosalicylic acid, and the turbidity of the resulting suspension of undigested casein 
determined with the aid of a photoelectric nephelometer. Similar determinations of 
the concentration of undigested casein were again made after an interval of digestion 
at 37°C. Calibration of the nephelometer, i.c. translation of turbidity measurements 
into corresponding concentrations of casein, was possible, since known concentrations 
of casein were found to transmit light in accordance with Lambert-Beer’s law, the 
concentration of turbid particles being proportional to the logarithm of the per cent 
of incident monochromatic light transmitted. A green filter which transmitted light 
of 540 millimicrons wave length gave the greatest range of scale readings. The 
logarithm of the per cent of incident monochromatic light absorbed (P) was trans- 
lated into corresponding concentration of casein (C) by means of the calibration factor 
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(F *= C/i?) Concentrations of solution (o) in the digest mixture which caused the 
pH to vary outside of the range 7 4 to 7 9 are not included in the tables The pH 
of the digest mixture in the absence of solution (a) was 7 8 
The concentration of crude trypsin m the digest mixture was 0 01 mg /cc , of crude 
papain (partly activated by dissolvmg m water contammg a few milligrams of cysteine 
which was then removed by dialysis) 01 mg /cc,, and of cryslallme trypsm 0005 
mg /cc. The concentration of leucoprotease (cat) that was used produced approxi- 
mately the same degree of casein proteolysis m 17 hours as was produced in 7 hours by 
0 01 mg /cc of crude trypsm, m 17 hours by 0 I mg /cc of crude papam when fully 
activated, and in 1 hour by 0 005 mg /cc of crystalline trypsm (These w ere the 
digestion times, at 37®C , used throughout the experiment ) 

The initial concentration of casein m each digest mixture was 1 75 mg /cc. The 
concentration of casern after partial digestion was determined nephelometncally, as 
described above Subtraction disclosed the concentration of casern that was digested 
by the en 23 Tne This enabled calculation of the concentration of free, » e active, 
enzyme with the aid of Schutz’s “law” 

X K^/f (at constant incubation tune) 

where X - concentration of protem digested, 

T = concentration of free (t e active) enzyme, 

K * a constant whidi is determined by digesting casern with known concentrations 
of each enzyme for the time mtervals used experimentally, (eg 0 01 mg /cc of crude 
trypsm digested 0 306 mg /cc of casern in the standard time of 7 hours so that R ^ 
3 06 for these conditions) 

Since the utitisi coaceat^ticit of protease {S) m ead: case naj 0 W rag /cc. of cs^e 
trypsm, 0 OOS mg /cc of crystalUne trypsm, 0 1 mg /cc of papam, and an equivalent 
m leucoprotease activity, the per cent of E that was free (* e active) m the presenc.-e 

T 

of solution (a) is equal (for crude trypsm) to X 100 per cent =* T X 10* per cent, 
T 

for crystallme trypsm X 100 per cent “ 2 X T X 10* per cent, and for papain 
T 

— X 100 per cent « T X 10* pec cent T was calculated for each digest mixture 

(and expressed m equivalent weight of trypsm m the case of leucoprotease), and the 
results are recorded m the tables as “the per cent of enzyme activity “ 

Wherever serum or plasma was used m these experiments the source was human 

2 Preparation of Leucoprotease 

The proteolytic enzymes that were studied by this method w ere crude trypsui 
(Fairchild, beef), crystalline trypsin, lyo leucoprotease, desmo leucoprotease, 
and crude papain Sufficient crystalline trypsin w as available for only part of 
the experiments Results obtained with desmo leucoprotease were essentialy 
the same as those obtained with lyo-leucoprotease, so that only the latter are 
recorded 
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Polymorphonuclear leucocytes were obtained from rabbits and from cats by inject- 
ing 10 cc. of 5 per cent aleuronat and 5 per cent tragacanth into each pleural and 
peritoneal cavity of 8 animals (4 of each species), killing the animals after 24 hours by 
bleeding from the carotid artery, collecting the exudates in isotonic saline plus citrate, 
centrifuging, and washing tlie sedimented leucocytes several times with isotonic 
sodium chloride to thoroughly remove the supernatant fluid, which has been found 
(Opie, 1905, 1906) to be high in antiprotcolytic activity. Smears of the sediment 
showed over 90 per cent polymoiphonuclcar leucocytes, the remainder being mononu- 
clears and red blood cells. Lcucoprotease may be obtained from the sediment by 
allowing tlic cells to autolyze, or by extraction with glycerol. The method of extrac- 
tion was used, the sediment being shaken for several hours in 100 per cent glycerol 
and then centrifuged. The supernatant contains the lyo-leucoprotease (“free” 
leucoprotease) of Willstiittcrand Rohdcwald (1932). The resulting sediment was then 
extracted witli 60 per cent glycerol and centrifuged, the supernatant now containing 
the desmo-leucoproteasc (“bound” leucoprotease). 

Both the lyo and desmo preparations from rabbit leucocytes failed to show 
appreciable protease activity (on casein substrate at pH 7.8). This is con- 
firmatory of the findings of Parker and Franke (1917) and Barnes (1940), 
who used other methods of preparation. Preparations from cat leucocytes 
were high in protease action at neutral pH, and are discussed below. It is 
interesting in this respect to note that skin and subcutaneous abscesses (as 
produced by injection of staphylococci) were found to be grossly different in 
rabbits and in cats. In cats (as in man) resolution, or liquefaction, of such 
abscesses commonly took place, presumably because of proteolysis by leuco- 
protease. In rabbits such liquefaction was found to be much slower and less 
marked, with the result that the abscess contents had a caseous, or “clieesy,” 
appearance. It is suggested that this difference is due to the absence from 
rabbit polymorphonuclear leucocytes, and the presence in cat (and human) 
polymorphs, of protease active at neutral pH, 

3. Substances Which Inhibited Leucoprotease and Trypsin 

(a) Reducing Agents. — Cysteine, sodium thioglycollate, H — S glutathione, 
ascorbic acid, sodium cyanide, and hydrogen sulfide, (in concentrations indi- 
cated in Table III), were found to be strongly inhibitory of leucoprotease and 
trypsin. These reducing compounds (with the exception of ascorbic acid) 
considerably increased the activity of partly activated papain, showing the 
contrast in the influence of the oxidation-reduction system on these 
proteases. 

The reducing capacity of each digest mixture was determined by its ability 
to decolorize a 0.0005 M solution of sodium-2 , 6-dichlorophenol indophenol. 
Charts 1 and 2 show that for each reducing agent the degree of inliibition of 
leucoprotease and trypsin, and the degree of activation of papain, are propor- 
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tional to the reducing capacity of the medium. The results also indicate that 
there is no relation between the reducing capacity of different reductants and 

TABLE m 

The Infunce u/ Rcducini A imts OB tie AcISnly ef Zeuaprelease, Trypsin, and Papain 


(The per cent of enzyme activity is reconied The reducing capacity is recorded as the 
cubic centimetere of 0 OOOS u Na- 2 ,«.dicliJorophenoI indophenol decolorized by t cc. of 
digest tnizture ) 


CoZQpOQod 

CeneeBtntlon la 
digest aistan 

Reiiucuss 
tapaaty o 
digest 
mature 

i leucopro- 
teue 

Crude 

lijrpsin 


* Papaaa 


gM ftOO CCe 






None (control) 

— 

0 

100 

100 

100 

3 

Cj-stemc 

0.10 


0 

44 

41 

100 

o.os 


32 

70 



li 

0 04 


38 

79 


77 

i> 

0 02 


60 

90 



A( 

0 01 

0.5 

72 

lOO 


47 

11 

0.005 

0.1 , 

79 




Sodium thioglycoUatc . • 

0.50 

0.40 

1.2 
' 0.75 

1 90 i 

66 

74 

100 

II „ 

0.10 

: 0.2$ 

i M 




“ « 

0.04 

0.10 

106 

100 : 


82 


0.14 

0.5 

53 

79 

S3 


41 

0.055 

0.3 

72 

68 



44 

0 014 

0.1 

105 

96 



Ascoibic add 

0 10 

9.5 

31 

89 

70 

0 

0 05 

4.8 

44 

92 


! 0 

Ascorbic aad -f- 

OlO+OOlFe-ec 

9.0 

1 

52 

42 

13 

005 + 0005 Ft** 

4.5 

17 

70 


0 

.. 

002 + 0002 Fe** 

0.5 

62 

90 



NaCN . 

0 25 

0 

8 

28 

50 


0.125 

0 

14 

55 


j^H 

as. . . 

1/5 saturated 


18 

60 

93 


1/50 saturated 


87 

106 


Im 


their effect on the enzymes This is no doubt due in part to differences in the 
reducing potenual of each reductant. For instance, ascorbic acid, half re- 
duced has an Eo of +0 05 voit at pH 7, while cysteine has an Eo of —0.3 
volt, so that It 13 not suipnsing that ascorbic acid has less effect on the enzymes 











Chart 1. The influence of reducing agents (cysteine and sodium thioglycoUate) on 
the activity of leucoprotease, crude tiypsin, and papain. (The reducing capacity of 
tlie medium is recorded as the cubic centimeters of 0.0005 m Na-2,6-dichlorophenol 
indophenol decolorized by 1 cc. of digest mixture.) 



Chart 2. The influence of reducing agents (glutathione, ascorbic acid, and ascorbic 
acid + Fe++) on the activity of leucoprotease, crude trypsin, and papain. (The 
reducing capacity of the medium is recorded as the cubic centimeters of O.OOOS M 
Na-2 , 6-dichlorophenol indophenol decolorized by 1 cc. of digest mixture.) 
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than cysteine even when the reducing capacity of the former is higher. How- 
ever, that other mechanisms may also be involved is suggested by the finding 
that the addition of a few milligrams of ferrous salt increased the inhibition 
of leucoprotease and trypsin by ascorbic acid (in the case of trj'psin consider- 
ably in excess of the additive effect (see Table V)), and caused papain to be 
slightly activated by ascorbic acid, without changing the reducing capacity 
of the medium. A possible mechanism for tlie greater inhibition of trypsin 
and the beginning activation of papain is suggested by the observation (Parr, 
1935) that the ferrous-ascorbic acid complex is a much more potent reducer of 
disulfide to thiol groups than ascorbic acid alone. Any inactive disulfide com- 
pounds in the mixture would thereby be converted intopotent thiol compounds. 

The contention of Grassraan, Dydcerhoff, and von Schoenebeck (1930), 
that cysteine, HjS, HCN, and pyrophosphate retard tryptic activity because 
they inhibit trypsin kinase is disproved by demonstration of the inhibition of 
crystalline trj^psin and of leucoprotease, both of which exist in the activated 
state and require no kinase for their action. (WillstStter and Rohdewald, 1 932, 
demonstrated that leucoprotease does not require kinase.) 

The physiological significance of this inhibition of trypsin and leucoprotease 
is made evident by recalling that these enzymes probably never act in the 
body without the presence of appreciable concentrations of biologically im- 
portant thiol-sulfhydryl reductants (glutathione, ergothionine, (ysteine, cys- 
teme peptides, sulfhydryl-containing proteins), as well as ascorbic acid. The 
thiol-sulfhydryl compounds were known to activate the intracellular cathep- 
sins (just as they activate papain) but their significance as inhibitors of trypsin 
and leucoprotease has not been appreciated. Similarly ascorbic acid has 
been known to activate cathepsin and to inhibit papain (except in the presence 
of sufficient ferrous ions (Maschmann and Helinert, 1934) and disulfide- 
thiol compounds (Parr, 1935)), but its inhibition of trypsin and leucoprotease 
has not previously been evaluated. 

(6) p-Aminobenzoic Acid, Sulfonamides, and Diphenyl Suljones . — Evidence 
has been presented (Grob, 1943) Uiat the growth of bacteria in the body will 
be more rapid, and the inhibition of sulfathiazole will be greater, when con- 
siderable protease is present and when the fluid inflammatory exudate is small 
and poor in antiprotease. Protease is believed to exert this effect because tlie 
products of proteolysis both accelerate bacterial growth (especially when tlie 
medium is poor in non-protein nitrogen) and inhibit sulfonamide action. 
Because of this physiological significance of protease, the influence on leucopro- 
tease of tlie sulfonamides and related compounds was studied. Results are 
recorded in Table IV. They show that /»-aminobenzoic add and tlie sulfon- 
amides tested (especially sulfathiazole) inhibited leucoprotease in physiological, 
concentrations. Promin and a number of other diphenyl sulfones (kindly 
provided by Dr. Eleanor Bliss) were similarly tested, in an effort to find a 
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compound of greater inhibiloiy power that might be used to inhibit leucopro- 
tease when desired, for instance in assisting the action of sulfonamides in puru- 
lent lesions. The sulfones that were tested inliibited leucoprotease no more 
than the sulfonamides, and except for promin, the sulfoxalate condensation 


TABLE IV 

The Influence of p-Aminohcnzoic Acid, Sulfonamides, and Diphenyl Sulfones on Leucoprotease 

and Trypsin 


(The per cent of enzyme activity is recorded.) 


Substance 

Concentration in 
digest mixture 

Leucoprotease 

Crude trypsin 

Control 

tm./JOO cc. 

100 

100 

/>-Aminobenzoic acid 

0.040 

20 

97 

U U 

0.010 

90 


it 

0.004 

107 


Sulfathiazole 

0.040 

10 

104 


0.020 

17 


<( 

0.010 

25 


If 

0.004 

1 

33 


Sulfanilamide 

0.040 

18 

110 

it 

0.020 

21 1 


ii 

0.010 

37 


ii 

0.004 

59 


Sulfadiazine 

0.040 

25 

90 

it 

0.020 

40 


it 

0.010 

60 


it 

0.004 

87 


Sulfaguanidine 

0.040 

4 

100 

ii 

0.020 

9 


ii 

0.010 

22 


it 

0.004 

54 



product of diphenyl sulfone, , />'-diglucosaminodiphenyl sulfone, and p,p'- 
diaminodiphenyl sulfone salicylate, they have the disadvantage of being much 
less soluble. 

The compounds that were tested inliibited (crude) trj^psin slightly or not at 
all, so that values obtained for trypsin are for the most part omitted. It may 
be that smaller concentrations of trypsin would have been inliibited. (The 
initial concentration of trypsin in the digest mixtures was greater than that of 
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leucoprotease, since lencoprotease digests were incubated longer than the 
tryptic digests in order to reach the same extent of casein digestion ) 

(c) Heavy Metals — Aluminum, manganous, ferrous, mercuric, zinc, and cu- 
pric salts, in the concentrations shown, inhibited leucoprotease and trypsin 


TABLE XV-Condiided 


SubstftBce 

Cdnce&tntloD In 
difcst mutuie 

Leucoprote&se 

Promm 

pn /109 cc 

0 025 

74 

« 

0 012 

84 


0 002 

101 

Diphenyl sulfones 



P,p' Diammodiphenyl 

0 020 

87 

p,p' Diacetylammo 


76 

p,p' Diformylammo 

M 

72 

P p' Dipropionylamino 

«< 

65 

P,P* Dibutyrylanuno 

P Acetoarmno p* amino 

<1 

72 


56 

P Sulfoxalate 

II 

68 

p Benzylideoeammo p' ammo 

11 

65 

2,4'Dmltro 4' ammo 

II 

76 

Ni Benzol p,p' diammo 

II 

84 

P Pfopionylammo p' ammo 

P Butyryl p' ammo 

11 

78 

41 

92 

P Acetylammo p' hydroxy 

41 

68 

DisuUonanudo 

44 

76 

Diphenyl sulfone 

44 

84 

p Cinnamalammo ^'>ammo 

“ 

74 

P {N ^ tolvlclycyllammo P' ammo 


81 

p,p' Diglucosammo 


74 

P,p' Diammodiphenyl sulfone salicylate 


80 

p,p* Diethanolammo 


84 

2,4-Dmitro 4' acetoarmno 


74 

p Monoacetylammo 


56 


(Table V) Manganous and ferrous salts had a much greater inhibitorj' effect 
on leucoprotease than on trypsin 

(d) Other Inhibitors — Other substances which were found to inhibit leuco- 
protease (and usually trypsm) are hsted m Table These include serum 
and plasma (which are equally active in the inhibition of leucoprotease and 
trypsm and are among the most potent inhibitors of these enzymes), thiourea, 
hepann, glutamic acid, tyrothncin, ammonium salts, calcium chIonde,aspara- 
gine, bile salts and acids, and (to a lesser degree) organic mercury compounds 

(c) Polypeptide Trypsm Inhibitors — Polypeptide inhibitors of trypsin canbe 
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prepared in concentrated form from a tryptic digest of casein (Hussey and 
Northrop, 1923). Such a concentrate was prepared, and similar concentrates 
were made from tryptic digests of egg albumen and serum albumin. A trypsin 
inhibitor preparation was also extracted (by the method of Balls and Swenson, 
1934) from the thin fraction of egg white, which is believed to be a proteolytic 
product of the more viscid fraction of egg white. These preparations were 
found to inhibit trypsin to a much greater degree than leucoprotease (Table 

TABLE V 


The Influence of Heavy Metals on the Activity of Leucoprotease and Trypsin 
(The per cent of enzyme activity is recorded.) 


Substance 

Concentration in 
digest Jnisture 

Leucoprotease 

Crude triTisin 

None (control) 

gm./JDO cc. 

100 

100 

AlClj 

2.0 

9 

20 

tt 

0.05 

12 


<{ 

0.02 

40 

77 

« 1 

0.01 

103 


Mn(Ac)j'4H30 

1 

0.20 

0 

28 

it 

0.04 

0 

104 

FeSOt 

I 0.10 

0 

66 


0.02 

0 

97 

HgCb 

0.30 

0 

0 . 

tt 

0.04 

6 

0 

ZnCh 

Suspension 

0.05 

66 

SO 

CuSO« 

0.05 

16 

48 


VII), a finding which lends support to the belief that although leucoprotease 
and trypsin are very similar, they are probably not identical enzymes. 

An interesting observation was that the boiling of solutions of tryptic digests 
of proteins increased their power of retarding the activity of tr 3 'psin. This 
is in contrast to serum, which loses its antitryptic and antileucoprotease ac- 
tivity when heated at 80°C. for 10 minutes. These findings will be discussed 
later, under consideration of the nature of serum antiprotease. 

Egg white antitrypsin inhibited crystalline as well as crude trypsin. This 
disproves the theory of Bails and Swenson (1934) that egg white antitrypsin 
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acts by inhibiting trypsin kinase, since crystalline trypsin requires no kinase 
for Its action 


TABLE VI 


Tkt Injltience oj Some Other Suhstanees on the Acimly of Leucoprotease and TryPstn 
(The per cent of enzyme activity is recorded ) 


Substance 

CoDcentmioa in 
digest uuzture 

Leucopro’ 

teue 

Crude 

trypsin 

Crystalline 

trypsin 

None (control) 

gm /lOO ce 



100 

Senun 

0 5 per cent 

3 

1 3 

6 

Serum heated at 80“ for 10 mm 

0 5 per cent 

105 


108 

Plasma 

0 5 per cent 

3 


7 

Plasma heated at 80“ for 10 mm 

0 5 per cent 

103 


106 

Urea 

2 0 

81 



« 

0 5 

89 




0 2 

87 



Thiourea 

1 0 

45 

112 


“ 

0 25 

58 

106 


« 

0 10 

72 

94 


Hepann 

0 06 

72 

90 


“ 

0 015 


95 


»« 

0 006 


98 


Glutamic aad 

0 20 

20 

30 


il u 

0 02 

54 



Quinine mono HCl 

0 20 

46 

19 



0 02 

63 

91 


Pcniallm 

500 umts/100 cc 





SO units/100 cc 


91 


Tyrothncm 

0 008 

mm 

70 


'* 

0 0008 

■9 

94 


NILHjPOi 

0 20 

■Efl 

70 


“ 

0 05 

68 

34 


“ 

0 02 

74 

104 


« 

0 005 

82 

95 


(NH,).SO. 

0 Oo 

82 

95 


“ 

0 01 

94 

94 


NH4NOi 

0 05 

72 

74 



0 01 

89 

82 


NH 4 atratc 

0 10 

39 

75 


<c II 

0 02 

74 

99 


NH 4 oxalate 

0 10 

72 

100 


«« >1 

0 02 

100 

101 


NH* tartrate 

0 10 

68 

92 


“ “ 

0 02 

93 

94 
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TABLE VI — Concluded 


Subst.incc 

Concentration in 
cliRCst mixture 

Lcncopro- 

tcasc 

Crude 

trypsin 

Crystalline 

trypsin 

CaCI: 

[m.lJDO cc. 

0.05 

53 

64 


(( 

0.02 

88 

89 


NO:SOt 

0.20 

68 

J04 


Asparagine 

0.40 

6 

98 


(( 

0.04 

15 

104 


Na glycocbolate 

0.10 

8 ' 

49 ■ 



0.02 

21 

104 


Na taurocholatc 

0.10 

52 

98 


t( it 

0.02 

1 82 

102 


Cholic acid 

0.10 

0 

85 


t< a 

0.02 

11 

105 


Desoxj'cholic add 

0.50 

6 

104 


<t 

0.05 


108 


Boiled crude trj'psin 

0.004 


90 


Benzyl HgCl 

1/50 saturation 


80 

100 

^-tolyl HgCl 

il II 


75 

90 

Hg di-p-Taly} 

11 It 


92 

102 


TABLE WI 


The Influence of Prepared Trypsin Inhibitors on (he Activity of Leucoprotease and Trypsin 
(The per cent of enzyme activity is recorded.) 


Substance 

Concentration 
in digest 
mixture 

Leucopro- 

tease 

Crude 

fiypstn 

Crystalline 

trypsin 

None (control) 

cm.llOO cc. 

100 

100 

100 

Egg white antitrypsin 

0.2 

100 

17 

35 

t( te (t 

0.05 

101 

35 


Boiled egg white antitrypsin 

0.2 

101 

17 


Tryptic digest of egg albumen 

0.2 

100 


84 

Boiled tryptic digest of egg albumen 

0.2 

98 



Tryptic digest of serum albumin 

0.2 

91 


86 

Boiled tryptic digest of serum albumin 

0.2 

95 



Tryptic digest of casein 

0.2 

98 


35 

Boiled tryptic digest of casein 

0.2 

93 




4, Substances Which Accelerated Leucoprotease and Trypsin 

A number of oxidizing agents were found, in suitable concentration, to 
increase the activity of leucoprotease and trypsin (Table VIII). This was in 
direct contrast to their inhibiting effect on papain. Whether the oxidants 
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exerted their effect directly on the leucoprotease and trypsin, or by oxidi 2 ing 
unknown reductant inhibitors present in the digest muctures, n as not ascer- 
tained Higher concentrations, especially of stronger oxidizing agents, in- 
hibited and could even completely prevent the action of these two proteases 

TABLE vm 


The Influence of Oxtdtztng Agents on the Acirnty of Leucoprotease and Trypstn 
(The per cent of enzyme activity is lecorded ) 


Sul)stince 

CoDcectiation m 
ds£nt mixture 

Leucopro* 

tease 

Crude 

trypsm 

Crystalline 

trypsm 

None (control) 

em /tOo <e 

100 

100 

100 

1 C3rstme 

0 02 

107 

120 

no 

“ 

0 01 

106 

112 


(( 

0 004 

103 

105 


I.mKI 

0 004 (each) 

145 

77 

83 

ICl, tri , 

0 01 

40 

20 

41 


0 001 

115 

106 


IBt 

0 02 

0 

0 

0 

«» 

0 001 

110 

105 

100 

H.O. 

3 parts m 100 

106 

108 

103 

Dakin’s solution 

1 part in 1,000 

107 

107 

104 

Dichloramine T 

0 015 

105 

no 

105 

Azochloramide 

0 06 

121 

114 

no 

NaCJO, 

0 40 

108 

102 



0 04 

123 

115 

106 

NaBrOj 

0 40 

30 

85 



0 04 

105 

no 

lOS 

Na per CIO* 

0 40 

20 

105 


II II II 

0 04 

no 

115 

107 

CuiO (suspension) 

0 40 

92 

104 


II II 

0 04 

104 

no 

98 

Ferricyamde 

0 20 

70 

85 


<1 

0 02 

106 

104 

100 

0 lodosobenzoic aad 

0 20 

82 

116 


(I II 

0 02 

109 

118 



The increase of leucoprotease and tryptic activity in the presence of mild 
oxidizing agents corresponds with the finding of their inhibition by reducing 
agents, and supports the contention that tlie oxidation reduction system is 
important in the control of the activity of tliese proteol> tic enzymes 
That the oxidation reduction system may be important in protein s> nthesis 
too IS suggested by a report (Voegtlin el al , 1932) that oxygenation fa\ ors the 
synthesis of protein by papain from protein digests and tissue extracts Others 
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(Strain and Linderstr^m-Lang, 1938) have failed to reproduce this finding, 
but in view of the fact tliat proteolytic enzymes have been found by Wasteneys 
and Borsook (1930) to synthesize proteins from split products (by means of 
equilibrium systems which could continuously remove the synthetic product), 
it is very possible that the o.xidation-reduction system will be found to be 
significant in protein synthesis, as it is in proteolysis. 

5. Substances Which Inhibited the Antiproteolylic Activity of the Serum 

The cause of the antiproteolylic activity of the serum has been the subject 
of much dispute. This activity has been attributed to antibodies to trypsin 
and/or leucoprotease (Jochman, 1908), to adsorption of the enzyme by serum 
albumin (Hedin, 1907), to unsaturated fatty acids (Jobling and Petersen, 1914), 
and to products of protein digestion, probably pol 3 'peplide in nature, and prob- 
ably produced both in the intestine and parenterally (Grob, 1943). 

(a) Inhibitors of the Anliprolcolytic Activity of the Serum. — In Table IX are 
listed the substances which, in suitable concentration, were found to inhibit 
the antiproteolylic activity of the serum. These are seen to be, for the most 
part, oxidizing agents. (Dakin’s solution was especially effective, which is 
interesting in view of its ability to accelerate the solution of pus.) An effort 
was made to use concentrations of oxidant which decreased rather than in- 
creased the activity of the proteases, so as to differentiate between the direct 
effect on the enzymes and the effect on the antiproteolylic activity of the serum. 
In addition to the oxidants, three other substances of special interest: zinc 
chloride, coppersulfate, and o-iodosobenzoicacid, inhibited the antiproteolylic 
activity of the serum. These substances are special inhibitors of sulfhydryl 
groups (Hellerman et al., 1941). 

(b) The Nature of the Antiproteolylic Substance in the Seriim. — ^Evidence has 
been presented that: (1) Leucoprotease and trj'psin are readily inhibited by 
reducing agents, including thiol-sulfhydzyl compounds and ascorbic acid; 
(2) the antiproteolylic activity of the serum is inhibited by oxidizing agents 
and by some special inhibitors of sulfliydryl groups; and (3) the antiproteolylic 
activity of tlie serum is due in part to protein degradation products (Grob, 
1943) which are most likely polypeptides. 

On the basis of this evidence it is suggested that the antiproteolylic activity 
of the serum is at least partly due to reducing agents in the serum, including 
polypeptides (particularly those containing tliiol-sulfhydiyl compounds such 
as cysteine) and to a lesser degree ascorbic acid. That the part played by 
ascorbic acid in this activity is a minor one is indicated by the evidence that 
the antiproteolytic activity of the serum (as tested against trypsin) differs 
from ascorbic acid in several respects. The antiproteolytic activity is largely 
confined to the albumin fraction of the serum (Landsteiner, 1900); it is not 
dialyzable (Fujimoto, 1918); it is not freely diffusible in the body except when 
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inflammation or other pathologic process increases capillary permeabihty 
(Weinberg and Laroche, 1909), and it could be accounted for to only a small 
extent by the concentration of ascorbic acid in the serum, which is 1 to 2 mg 
per cent when the body is saturated with it Serum polypeptides, on the other 
hand, would behave like serum antiprotease if the evidence advanced by Loise- 

TABLE DC 

The Influence of Oxidizing Agents and Some Special Stdfhydr^l Inhibitors on the Anliproteolytic 
Activity of the Serum 


(The per cent of enzyme activity is recorded ) 


Substuce 

Co&centratioo in 
digest mixture 

Leucoprb- 

ItASt 

Leucopro* 
tease 
+0S 
per cent 
serum 

Crude 

trypsin 

Cryde 

per cent 
serum 


tm fiOO cc 





None (control) 

— 

100 

3 

lOO 

3 

Serum heated at 80* for 10 mm 

0 5 per cent 

105 


112 


Carboxypeptidase (incubated with 






serum for 24 hrs ) 

Few indligrams 

105 

23 

96 

25 

ICl, tn 

0 001 

115 

20 

106 

18 

II 

0 0005 

98 

148 

99 

30 

IBr 

0 001 

no 

26 

105 

8 

ICl, mono 

0 001 

101 

18 

70 

6 

Ii mKI 

0 004 each 

145 

65 

77 

9 

H,0, 

3 parts m 100 


40 

108 

14 

Dakin s solution 

3 parts m 1,000 

76 

67 

75 

42 

Azochloramide 

0 006 

99 

16 

97 

8 

Chloramine T 

0 02 

92 

2 

94 

14 

Dichloramme T 

0 015 


23 

110 

15 

NaClO, 

0 40 


20 

102 

6 

NaBrO, 

0 40 


30 

85 

9 

Na per ClOj 

0 40 

115 

20 

105 

8 

Cu»0 


92 

15 

104 

6 

a lodosobenzotc aad 


82 

4 

116 

10 

i< >1 

0 02 

109 

4 

118 

9 

ZnCl] (suspension) 

0 05 

66 

18 

SO 

8 

CuSO* 

0 05 

16 

9 

48 

7 


leur and Colliard (1937) that these polypeptides are normally adsorbed to the 
serum proteins is confirmed, for they would then be fractionated with the 
proteins, they would not be freely dialyzable, and they would not be freely 
diffusible in the body except when capillary permeability is increased 

(c) The Nature of Other TryPstn Jnhtbxlors — ^Reference was previously made 
to a number of polypeptide trypsin inhibitors which have been prepared from 
tiyptic digests of proteins, and from the thin fraction of egg white The latter. 
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egg white antitrypsin, has been studied analytically (Balls and Swenson, 1934) 
and has been found to be a polypeptide rich in cysteine and in thiol groups. 
It may well owe its antitryptic activity to the presence of active sulfhydiyl 
groups. The crystalline trypsin inliibitors of pancreas (Northrop and Kunitz, 
1932) and serum (Schmitz, 1938) have probably also been studied analytically, 
but any such data were not readily available. 

The increase in the activity of tt^Tsin inhibitor solutions (prepared from 
protein digests) as a result of boiling is demonstrated in Table VIL It has 
been shown (Dubos, 1929) that boiling solutions of peptone increases their 
reducing capacity. This would be expected to increase the antiproteolytic 
activity, if such activity were due to reducing substances. The destruction of 

TABLE X 


Substances Which Were Found to Hate No Effect on the Antiproteolytic Activity off the Serum 
{Other Than an Additive Ejffect on the Enzyme Used in Testing) 


Substance 

Concentration 

Na iodatc 

0.25 

0.20 

0.05 

0.01 

1/50 saturation 

1/50 saturation 

1/50 saturation 

0.05 

0.05 

0.05 

0.05 

0.05 

0.012 

Fcrricyanidc 

it 

/-Cystine 

/>-folyl HcCJ 

Benzyl HgCl 

He di-)5-tolvl 

SnrftiiTTi Rnlrni’to 

Cysteine 

A<;rnrhir firid 



fiiilfnfhiazolR 



the antiproteolytic activity of the serum by heat (80°C. for 10 minutes) is not 
at variance witli tliese findings, since evidence has been presented (Grob, 1943) 
that this destruction is due to the denaturation by heat of serum proteins 
(especially albumin), to which serum antiprotease is probably bound. 

{d) Objections to the Reducing Agent-Sulfhydryl Theory off the Antiproteolytic 
Activity of the Serum, and Further Work Thai Is Indicated. — ^More convincing 
evidence for attributing the antiproteolytic activity of tlie serum to the action 
of sulfhydryl compounds would be the demonstration of inactivation of these 
compounds by mercaptide-forming reagents {e.g. benzylmercuric chloride, 
^-tolyl mercuric chloride, cuprous oxide), but not by symmetrically substituted 
mercury compounds {e.g. mercury di-/»-tolyl), which caimot convert mer- 
captans to substituted mercaptides. These four reagents were tested, the 
mercury compounds in concentration of l/50th saturation, and only tire cuprous 
oxide was found to inliibit serum antiprotease. Table X lists some of the 
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compounds which, in the concentrations studied, had no observed effect on 
serum antiprotease. These included three inhibitors of sulfhydryl groups; 
namely tlie two mercaptide-forming mercury reagents and sodium selenite. 
However, a wider range of concentration of these compounds must be tested 
before it can be said that they are not effective against serum antiprotease. 

Serum inhibits papain, though to a much lesser degree than it inhibits trypsin 
or leucoprotease. The inhibition of papain must be explained by some other 
mechanism than suUhydrj’l groups, since papain is activated rather th^n 
inactivated by sulhydiyl compounds. It is probable that the antiproteolytic 
activity of the serum is the sum of two or more factors, and at least one of 
these factors (ascorbic acid) inhibits papain in spite of the fact that it is a re- 
ducing agent that also inhibits trypsin and leucoprotease. 

The sulfhydryl theory' would be supported by demonstration of the reversi- 
bility of the inhibition of serum antiprotease. Experiments were planne^l* 
(a) to test the reversibility of the inhibition of serum antiprotease; (6) to te5t 
the reversibility of the inactivation of leucoprotease and trjTpsin by rcducir>ig 
agents and their activation by oxidizing agents; (c) to study the possible 
inhibition of the trj'psin inhibitors prepared from trjTitic digests of proteii's 
and from egg white, in a manner similar to the study of the inhibition of serufli 
antiprotease; and (d) to study the antiproteases that might be prepared froiD 
leucoprotease digests of proteins. However, time was not aNTiilable for their 
execution. 

d. The Influence of pB on Leucoprotease, Trypsin, Papain, and Serum 
Antiprotease 

Leucoprotease has long been known to have its optimum pH at 7, tr>’'psin 
at 8, and papain at 5 to 6. Northrop (1922) has shown that the inhibition of 
trypsin by the products of tiyptic hydrolysis of proteins is not affected by pll 
between 6 and 10. W'eiss (1927) has demonstrated that adjusting the reaction 
to a pH of 5 or less causes serum to lose its antitrj'ptic power. 

Tlie influence of pH on leucoprotease, trypsin, papain, and serum anti- 
proteasc was studied by following the digestion of casein (nephelometrically) 
in media buffered at various pH values The results are recorded in Tables 
XI and XII (and reproduced in Charts 3A, 3B, and 3C). Chart 3A shows the 
activity of tlie three proteases at vaiying pH, and the optima are seen to be 
pH 8 for try^psin, pH 7 for leucoprotease, and pH 6 for papain, with rather 
restricted range of activity for leucoprotease and trypsin. Chart 3B shows the 
activity of the enzymes at various pH values in tlie presence of serum (0.2 
per cent). It is seen that the scrum has markedly inhibited trypsin and leuco- 
protease, and has only slightly inhibited papain. Furthermore the presence of 
serum has caused the pH optima of leucoprotease and trypsin to shift to the 
acid side, to a pH of 6 to 6.5, and it has caused the range of activity to wider' 
slightly in both acid and alkaline reactions. 
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The reason for tliese latter changes is made clear by study of the effect of 
exposing serum to different pH values for I hour, then adjusting the reaction 

TABLE XI 

The Influence of pH on the Activity of Lcucoproteasc, Trypsin, and Papain, in the Absence of 

Serum and in the Presence of Scrum 


(The per cent of enzyme activity is recorded.) 


pH 

Lcucopro- 

tcasc 

pH 

Lcucopro- 
tcase 
+ 0.2 
per cent 
scrum 

pH 

Crude 

trypsin 

pH 

Crude 
trypsin 
+0.02 
per cent 
serum 

pH 

Papain 

pH 

Papain 
+ 0J 
per cent 
serum 

1.8 

0 


0 

2.5 

0 

2.1 

0 

2.0 

0 

3.3 


3.1 

0 

3.5 

0 

4.1 

0 

4.9 

0 

4.5 

68 

4.5 


4.7 

0 

5.3 

15 

5.8 

4 

5.4 

3 

5.6 

92 

5.6 



60 

5.8 

35 

6.5 

70 

5.8 

25 

6.0 

100 

6.0 


6.3 

80 


55 

6.6 

74 

6.3 

36 

6.3 

95 



6.5 

88 



6.8 

88 

6.8 

36 

6.8 

90 

6.7 

83 


100 


37 

7.4 

98 

7.4 

29 

7.4 

74 

7.4 

67 


80 

8.0 

27 

7.9 


8.0 

20 

7.9 

SO 

8.0 

56 

9.2 

28 


14 

8.6 

80 



9.2 

0 

EE 

42 

9.5 

0 


0 

9.1 

4 

9.1 


9.5 

0 




0 

10.9 

0 

9.3 

0 

9.5 

■■ 



10. 0 

0 


TABLE XII 

The Influence of pH on the Antiprotcolytic Activity of the Scrum 


(Serum c.xposed to indicated pH for 1 hour, neutralized, added to digest mixture, and pro- 
tease action determined at pH 7.8. Tlie per cent of enzyme activity is recorded.) 


pH to which scrum 
was exposed 

Lcucoproteasc +0.1 
per cent serum 

Crude trypsin +0.1 
per cent scrum 

Papain +0.1 
per cent serum 

2.6 

96 

100 

100 

3.7 

96 

97 

98 

4.5 

91 

90 

96 

5.9 

90 

85 

94 

6.6 

85 

77 

94 

7.4 

80 

75 

90 

8.0 

80 

75 

90 

9.7 

85 

80 

92 

10.7 

95 

88 

94 

11.2 

100 

100 

95 


back to neutral and adding the serum to digest mixtures (to reach a concentra- 
tion of 0.1 per cent), and determining tire protease action (at pH 7.8). The 
results of this procedure are reproduced in Chart 3C, which shows that tlie 
antiproteolytic activity of the serum (against leucoprotease, trypsin, and 
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papain) is progressively weakened by exposure to hydrogen ion concentrations 
below pH 6.5 or above pH 9.7. 



Ceart 3. A, the influence of pH on the activity of leucoprotease, crude trypsuj, 
and papain. B, the influence of pH on the activity of leucoprotease, crude trypsin, 
and papain in the presence of serum (0.2 per cent). C, the influence of pH on the 
antiproteolytic activity of serum (0.1 per cent). (Serum exposed to indicated pH for 1 
hour, neutralized, added to digest mixture, and protease action determined at pH 7.8.) 

The activity of protease in the presence of serum and at various pH values 
will be directly proportionai to the activity of the enzyme at any given pH, 
and inversely proportional to the activity of serum antiprotease at that pH". 
The resultant activity will be the summation of these two factors. At neutral 
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pH leucoprolease and trypsin are most active, but serum antiprotease is also 
at its optimum activit3L At a pH of 6 to 6.5 tiie enzymes are somewhat less 
active, but tlie serum antiprotease is weakened to a greater degree, so that the 
resultant activity in the presence of serum e.xceeds that at neutral pH. At pH 
values below 6.5 and above 9.7 serum antiprotease is increasingly inactive, 
and the presence of serum may then actually help enzyme action by virtue of 
its buffering power. 

The influence of pl-l on the antiproteolytic activity of the serum, and the 
influence of the presence of serum on the pH optimum of leucoprotease, are 
significant because all three factors — leucoprotease, antiprotease, and hydrogen 
ion concentration — are variables of great importance wherever polymoiphonu- 
clear leucocytes accumulate in the bod}'. The interplay of these factors may 
well e.xplain many of the obscure phenomena of inflammation: for instance, to 
name only one, why proteol^'sis frequently proceeds more rapidly in exudates 
(especially purulent ones) after the accumulation of some protein digest 
products has rendered the medium more acid than the optimal pH for leuco- 
protease activity. 

The hydrogen ion concentration not only exerts a direct influence on the 
activity of leucoprotease and serum antiprotease, but by shifting oxidation- 
reduction equilibria e.xerts an additional and important indirect effect. The 
sensitivity of oxidation-reduction potentials to hydrogen ion concentration 
has been fully demonstrated by Clark and his coworkers (1928). 

D. THE CONTROL OE THE ACTIVITY OF LEUCOPEPTIDASE (EXPERIMENTAL DATA) 

Peptidase activity has been found in extracts of human polymorphonuclear 
leucocytes (Husfeldt, 1931). Human serum has also been found to contain a 
small amount of active peptidase (Jobling and Strouse, 1912). It is claimed 
(Jobling, Petersen, and Eggstein, 1915) that serum possesses no antipeptidase 
activity. 

In view of the physiological significance of tlie enzymes of tlie polymorphonu- 
clear leucocytes, the control of tlie activity of the peptidase of tliese cells 
(“leucopeptidase”) was studied. It was originally intended to repeat with 
leucopeptidase the experiments described above (performed with leucoprotease). 
However time permitted only a few preliminary experiments on the control of 
the activity of leucopeptidase, and of pancreatic peptidase (in crude trypsin). 

Leucopeptidase and pancreatic peptidase activity were determined by 
adding glycerol extracts of cat polymorphonuclear leucocytes (the “leucopro- 
tease” described above), and crude trypsin (Fairchild, beef) to a substrate of 
peptic digest of edestin (prepared after Anson, 1937), stopping tlie digestion 
after a given time by the addition of formaldehyde, and finally adding phenol- 
phthalein and determining how mucli sodium hydroxide was needed to make 
the solution as pink as a standard solution. The titration was begun with 
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strong alkali and completed with 0 02 N NaOH, in terms of which the results 
are recorded This was done in order to avoid increasing the volume, which 
would produce the so called “water error” (Hams, 1923) 

TABLE xm 

Prelmtnary Experiment on the Influence of Reductni and Other Substances on Leucopepttdase 
and Pancreatic Peptidase 

(Enzyme activity is recorded as the cubic centimeters of 0 02 n NaOH (or its equivalent) 
required to titrate digest mixture of 8 cc peptic digest of edestin + 1 cc. enzyme -f 1 cc 
substance to be tested after 20 hours incubation at 37®C under toluene ) 


1 

Substance 

Cnncentratioa in ' 
digest muture ^ 

Leucopeptidase 

Pancreatic 

peptidase 

None (control) 

jm /lOO ee 

3 0 

4 0 

Cysteine 

0 03 

s 2 

5 6 

Ascorbic acid 

0 05 

1 6 3 

74 

Serum 

1 0 (per cent) 

1 4 0 

48 

Sullafluazdle 

0 010 

1 ^ ^ 

1 

Thiourea 

0 SO 

2 5 

2 8 


TABLE XIV 

Summary of the Influence Reduemi and Ostdistng Agents on the Systems Studied 


Source 

EozTine 

liiflueoceot reducuK 
agents 

Influence et otiditinx 
agents 

Polymoiph leucocytes 

Leucoprotease 


+ 

LeucopepUdase 

+ 

(Not studied) 

Pancreas 

1 Trypsin (pro 

1 tcinase) 


■f* 


1 Erepsm (pep- 
tidase) 

+ 

(Not studied) 

Papaya plant 

1 Papain proteinase 

+ 

— 

1 *' pepUdase 

— (Bergmann and 
collaborators, 

(Bergmann and 
collaborators, 


Entyne tnhfhlor 

1935-36) 

1 1935-36) 

Serum 

Antiprotease j 

d- (Additive) 

I ”” 


+ « increased activity 
— = decreased activity 


The influence of cj'Steme, ascorbic acid, serum (human), sulfathiazole, and 
thiourea on leucopeptidase and pancreatic peptidase was studied Results 
are recorded in Table XIII The few expenmcnts that were performed indi- 
cate that extracts of cat polymorphonuclear leucocjies contain active pepti- 
dase, and that the activity of this leucopeptidase, as well as of pancreatic 
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peptidase, is increased by reducing agents such as cysteine and ascorbic acid, 
and is not influenced appreciably by serum, sulfathiazole, or thiourea. (The 
sHght increase in activity caused by serum may be due to serum peptidase.) 

The presence in extracts of polymorphonuclear leucocytes and of pancreas 
of proteinase (leucoprotease and tiypsin) which is inhibited by reducing agents, 
and of peptidase (leucopeptidase and erepsin) wjiich is activated by reducing 
agents, recalls another reciprocal relationship in the control of the activity of 
proteinase and peptidase: namely, tlie presence in crude papain preparations of 
proteinase which is activated by reducing agents and peptidase (Bergmann 
and collaborators, 1935-36) which is inactivated by reducing agents. Table 
XIV lists tliese enzymes (and serum antiprotease) and summarizes the influence 
of reducing and oxidizing agents. The reciprocal relationships that exist in 
the control of these enzyme systems are no doubt significant physiologically, 
and perhaps teleologically as well. 

SUMMARY 

1. The literature on conditions affecting tlie activity of proteolytic enz^mies 
has been reviewed. 

2. Experimental data on the control of the activity of trypsin, leucoprotease, 
papain, serum antiprotease, leucopeptidase, and pancreatic peptidase have 
been presented. These data indicate that: 

(a) Thepolymorphonuclearleucocytes of the cat contain abundant proteinase 
and peptidase active at neutral pH; those of the rabbit lack proteinase active 
at neutral pH. 

(b) Reducing agents, including several biologically important thiol-sulfhydryl 
compounds and ascorbic acid, inhibit the activity of leucoprotease and tiypsin. 
For each reductant the degree of inliibition is proportional to the reducing 
capacity of the medium. 

(c) ;^-Aminobenzoic acid, sulfonamides (especially sulfathiazole), and many 
diphenyl sulfones inhibit the activity of leucoprotease. 

(d) Serum, plasma, several heav}'- metals, ammonium salts, asparagine, 
thiourea, heparin, glutamic acid, tyrothricin, calcium chloride, and bile salts 
and bile acids also inhibit the activity of leucoprotease, and in most cases of 
trypsin too. 

(e) Preparations of tryptic digests of proteins, and egg white tiypsin inhibitor, 
inhibit trypsin to a much greater degree than leucoprotease. 

(f) Mild oxidizing agents increase the activity of leucoprotease and trypsin. 

(g) Oxidizing agents and some inhibitors of sulfhydryl groups inhibit the 
antiproteolytic activity of the serum. It is suggested that serum antiprotease 
may consist (chiefly) of reducing agents, including thiol-subhydi^d peptides 
which exert their antiproteolytic activity by virtue of the presence of sulfhydiyl 
groups. 
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(/;) The antiproteol} tic activity of the serum is progressively weakened by 
exposure to a hydrogen ion concentration below pH 6 5 or above pH 9 7 
Because of this the pH optima of leucoprotease and trypsin are shifted in the 
presence of serum from pH of 7 and 8 to pH of 6 to 6 5, and the range of activity 
of these enzymes is shghtly widened, in both acid and alkaline reactions 
(t) Reducing agents increase the activity of leucopeptidase and pancreatic 
peptidase Serum, sulfathiazole, and thiourea have little or no effect 
3 The sigmficance of the oxidation reduction system in the control of the 
activity of leucoprotease, trypsin, serum antiprotease, leucopeptidase, and 
pancreatic peptidase has been emphasized 
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PROTEOLYTIC ENZYMES 

H. The Physiological Significance of the Control of Their Activity, 
Especially ■with Respect to Bacterial Growth 

Bv DAVID GROB* 

{From the Department of Bacteriology, Johns Hopkins University School of Medicine, 
Baltimore) 

(Received for publicatioa, January 3, 1946) 

Muller (1888) first described the presence in human purulent sputum of 
protease active at neutral pH. Achalme (1899) was the first to find this 
enzyme in human pus. Jobling and Strouse (1912) showed that extracts of 
human pus also contain peptidase active at neutral pH. Opie (1905, 1922) 
showed that polymorphonuclear leucocytes are the chief source of leucoproteAse 
(named by him) and was the first to emphasize the physiological significance of 
this protease and of its inhibition by serum. He demonstrated that leuco- 
protease plays a major rfile in the resolution of inflammatory exudates, and 
that serum (in sufihcient concentration) can retard this resolution by virtue 
of its inhibitory power. More recent workers (Holmes et al., 1935) have applied 
these principles to the study of suppurative arthritis and have shown that the 
presence of antiproteolytic substances in synovial exudates is of great impor- 
tance in the prevention of damage to joints by protease liberated from the poly- 
morphonuclear leucocytes of these exudates. However^ the general problem 
of the relation of leucoprotease and serum antiprotease to the resolution and 
absorption of inflammatory exudate and absorbable foreign bodies has not 
been intensively studied since the work of Opie early in the century. It is 
hoped that the experiments described in the preceding paper on the control 
of leucoprotease and serum antiprotease will facilitate such a study by enabling 
better control of the activity of these important substances than has hitherto 
been possible. 

The experiments of Menkin (1938) and others mdicate that the increased 
capillary permeability and leucocyte infiltration characteristic of inflammation 
are due to a polypeptide formed by proteolysis at the site of inflammation. 
Evidence has also been presented (Rocha e Silva, 1941, 1942) that local pro- 
teolysis in the tissues liberates histamine, which is thought by some to be 
important in inflammation and anaphylaxis. The ability to control the 
activity of leucoprotease and of serum antiprotease may perhaps faciliate 
further investigation of these phenomena. 

• Emanuel Libman Fellow in Medidne at the time of completion of 
June, 1943. 


249 



250 


PROTEOLYTIC ENZYlIES. II 


Other physiological and pathological processes in which the ability to control 
the activity of leucoprotease (or other proteases) and serum antiprotease may 
prove to be of value include: 

(1) The neutralization of the destructive protease liberated in acute pan- 
creatitis and from duodenal fistulae. 

(2) The experimental production (Rich and Duff, 1937) of hyaline arterio- 
sclerosis and arteriolonecrosis b}'’ subcutaneous injection of proteolytic enzymes. 
(The local necrosis produced by trypsin has been shown to be inversely propor- 
tional to tlie antiproteolytic activity of the serum (Grab, 1943).) 

(3) The coagulation of the blood. Eagle and Harris (1936-37) have pre- 
sented evidence that, in the course of physiological coagulation, calcium plus 
thromboplastin constitutes a proteolytic enzyme system (analogous to trypsin) 
which is believed to be responsible for the transformation of prothrombin to 
thrombin, itself thought to be a proteolytic enzyme that accelerates the trans- 
formation of fibrinogen to fibrin. More recently evidence has been presented 
(Grob, 1943) tliat purified serum antitrypsin and pancreatic trypsin inhibitor 
inhibit the coagulation of plasma fw vilro. 

(4) The possibility of prolonging insulin action by retarding the breakdown 
of insulin by serum protease (and other proteases?). 

(5) Possibly the release of thyroglobulin by the thyroid gland. Para- 
aminobenzoic acid, sulfonamides, and thiourea, which have been shown to 
inhibit leucoprotease, are known (Mackenzie and Mackenzie, 1943, Astwood 
et al., 1943) to inhibit the activity of the thyroid gland. Dzierm'an (1943) 
was able to correlate the activity of the thyroid gland of rats with the pro- 
teolytic (catheptic) activity of thyroid extracts. He found that sulfaguanidine 
decreased both activities, and presented evidence in support of the suggestion 
of Gersh and Caspersson (1940) that a proteolytic enzyme in the thyroid hy- 
drolyzes thyroglobulin into peptones or polypeptides W'hich are small enough 
to pass across the cell membranes and are then reconstituted by enzyme action 
into a larger molecule. 

(6) Bacterial growth and sulfonamide action (discussed below). 

In a previous paper (Grob, 1943) evidence was presented that: 

(I) Heating diluted serum at 80°C. for 10 minutes makes it a better medium for 
bacterial growth. This is believed to have been at least partly due to destruction of 
the serum antiprotease by heat. (2) Growth is accelerated and proceeds further in 
the presence of trypsin. (3) Growth is somewhat retarded in the presence of pan- 
creatic trypsin inhibitor. (4) The bacteriostatic action of sulfathiazole in serum is 
reduced by heating the serum at 80°C. for 10 minutes and much more markedly by 
adding trypsin. It is greater in serum and albumin than in peptone and meat infusion. 

These findings were taken to indicate that the products of tiyptic digestion promote 
bacterial growth, and directly and indirectly inhibit the bacteriostatic action of sulfa- 
thiazole. On the basis of these findings it was concluded that the growth of bacteria . 
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in the body will be more rapid, and the inhibition of sulfathiazole will be greater: (a) 
when considerable leucoprotease (and peptidase?) is present; (6) when the organism 
itself produces active protease (and peptidase?); (c) when the inflammatory exudate 
is small and poor in antiprotease; (d) when the source of antiprotease (the blood) is 
poor in this constituent; and (e) when the medium is rich in non-protein nitrogen 
(especially para-aminobenzoic acid?). 

These conclusions would not be valid if leucoprotease could not be shown to 
have the same effect on bacterial growth and sulfonamide action as was shown 
for crude trypsin. To investigate this the growth of Escherichia coliy Proteus 
vulgaris, Staphylococcus aureus, Streptococcus pyogenes, and Clostridium welchii 
was followed in the following media: 

(1) 10 per cent human serum (serum diluted with isotonic phosphate buffer and 
heated at 56®C, for 30 minutes to destroy complement, so as to eliminate the action 
of normal bactericidal antibodies). 

(2) 1 heated at 80®C. for 10 minutes to destroy antiproteoly tic activity. 

(3) 1 4- sulfathiazole (0.1 mg./cc.). 

(4) 2 + sulfathiazole (O.I mg./cc.). 

Growth was followed in these media in the absence of added enzyme, and in the 
presence of crude trypsin (1.0 mg./cc.), crystalline trypsin (0.25 mg./cc.), and leuco- 
protease (cat, lyo-, equivalent to 0.2 mg./cc. crude trypsin). Bacterial growth was 
determined by measuring the turbidity of bacterial suspensions after 24 hours* in. 
cubation at 37®C. by means of a photoelectric nephelometer. The opacity of the 
suspension is represented as the number of 24 hour old organisms (determined by 
direct count) which, when suspended in the same medium, allowed the same amount 
d Tight to he transmitted. A smaH correction »’35 made hr idranges in the rpacjVy 
of the medium resulting from incubation alone (especially for heated serum pliis 
enzyme), by incubating under toluene control tubes of similar composition. The 
error produced by the digestion of dead bacteria by protease (resultmg in some dt- 
crease in turbidity) was not corrected for, but several pour plate counts of viable 
bacteria indicated that this #rror did not affect the conclusions drawn from the 
experiment. 

The initial concentration of bacteria in each case was approximately 5 million/cc. 
Except for Clostridium welchii (which was obtained from thioglycoUate medium) the 
organisms were obtained from 48 hour old agar slant cultures, and all were washed 
repeatedly in saline before addition to the test media. Clostridium welchii was grown 
under vaseline to insure anaerobic conditions. 

Examination of the data (Table I) reveals that: 

(o) Growth proceeded further in serum that had been heated at 80®C. for 
10 minutes to destroy serum antiprotease than in serum that had merely bceu 
heated sufEciently to destroy complement (However, the destruction of 
serum antiprotease cannot be said to be alone responsible for the mcreasecl 
growth, since denaturation of proteins by heat alters the rate at which thc>* are 
hydrolyzed, as well as many other of their properties.) 
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(5) Growth proceeded further in media to which crude trypsin, crystalline 
tr^^sin, or leucoprotease had been added. 

(c) Tlie bacteriostatic action of sulfathiazole was: (1) somewhat reduced 
by destruction of the antiproteol 3 ’^tic activity of the serum (by heat, which 
altered the serum in other wa 3 ’’s too); (2) reduced by the presence of crude 
tr^fpsh, leucoprotease, or (to a lesser extent) crystalline trypsin; (3) not 

TABLE I 


The Influence of Proteolylic Enzymes and Serum Anliprolcase on Bacterial Growth and Sulfon- 
amide Action 





Staphylococ- 
cus aurguSf 
xnilllons/cc* 
after 24 hrs. 

Streptococcus 
pyogenes, 
millions/cc. 
after 24 brs. 

Clostridium 
^elckii, 
millions/cc. 
after 24 hrs. 


millions/cc. 
after 24 hrs. 

Tuicaris, 
mitlions/cc. 
after 24 hrs. 

Autiprotcolytic cetivitj’ of tie 

Intact 

H 

Intact 

H 

Intact 

H 

Intact 

H 

Intact 

0 


M 


J— 1 



Enzyme 

Sulfatiiazole 


■ 


H 


■ 


■ 



None 

0 

115 

380 

125 

155 

105 

260 

90 

145 1 

180 

280 

0.1 mg./cc. 

70 

125 

25 

55 

45 

145 

45 

70 

80 

85 

Crude trj-psin 

0 

165 

580 

135 

185 

125 

385 

165 

165 

305 

320 

0.1 mg./cc. 

175 

264 

25 

165 

85 

165 

65 

75 

300 

265 

Cry'S talline 

0 

125 

520 

145 

285 

105 

265 

180 

325 

265 

270 

trypsin 

0.1 mg./cc. 

125 

185 

1 

45 

40 

65 

140 

j 

40 

70 

165 

200 

Leucoprotease 

0 

260 

580 

145 

300 

105 

445 

180 

350 

225 

245 

0.1 mg./cc. 

95 

185 

1 

75 

! 200 

1 

65 

345 

85 

70 

185 

225 

Boiled leuco- 



1 









protease 

0.1 mg./cc. 

! 

1 

125 


55 


150 


90 


100 


influenced by boiled leucoprotease, which also had no appreciable effect on 
bacterial growth. 

These results indicate that the products of protein hydrolysis by leucopro- 
tease accelerate bacterial growth and inhibit sulfonamide action, in a manner 
similar to that previously described for the products of protein hydrolysis by 
crude trypsin. They also suggest that while the products of hydrolysis by 
crystalline trypsin accelerate bacterial growth to about the same extent as 
those of crude trypsin, the former (higher) degradation products are not as 
effective in the inhibition of sulfonamide action. 

E^^dence was previously presented (Grob, 1943) that try^ssin inhibitor pos- 
sesses no bactericidal activity, and trypsin no antibactericidal activity. Al- 
thou^ corresponding experiments were not performed for leucoprotease, it is 
probable that this protease would also be found to have no bactericidal or 
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antibactencidal activity However, the polymorphonuclear leucocytes of 
many animals do contam a bactencidal substance (“leukm”)» ivhich may be 
identical with lysozyme (Barnes, 1940) and which will be present at the site of 
inflammation and in extracts of the polymorphs 

The inhibitory effect of peptone and of various bacterial extracts on sulfonamides 
has been the subject of mtensive study (Lockwood, 1938, McIntosh and \Vhitby, 
1939, Stamp, 1939) Woods (1940) has advanced evidence that this inhibitory effect 
IS due to the presence of para aminobenzoic aad, and has attributed to the presence 
of para ammobcnzoic acid preformed m the medium the observed (Lockwood et nl , 
1937) difficulty of inhibiting bacteria by the use of sulfonamide m peptone and m 
lesions characterized by considerable tissue destruction MacLeod (1940) has cor 
related sulfonamide inhibition with the degree of tissue autolysis (which, he believes, 
liberates para aminobenzoic acid from a preexistmg conjugated form) Others 
(Lockwood and Lynch, 1940) have pointed out that organisms known to be susceptible 
to sulfonamides are in general not actively proteolytic, and it is believed (MacLeod, 
19^) that they are probably not capable of producing much para ammobenzoic acid 

Evidence has been presented that para ammobcnzoic aad also inhibits the "bac 
tenostatic” action of sulfonamides (Fitzgerald and Femstone, 1943) and promin 
(Steenken and Hcise, 1943) on tuberde bacilli, and of sulfonamides on the Plasmodium 
of bird malaria and on the virus of lymphogranuloma venereum (Maier and Riley, 
1942) 

Green and Bielschowsky (1942) have emphasized that the anti-^ulfonamide acti\ ity 
of bacterial and yeast extracts is exerted directly by para ammobcnzoic aad and siini 
lar sulfonamide inhibitors, and mdirectly by substances which stimulate bacterial 
growth, even in an optunal nutrient medium (Para ammobcnzoic aad itself 
sfimufates tie growth of very few organisms (Ku66o ancf Gi/fespie, 1940^ Sevag and 
Shelburne, 1942 , Rantz, 1942) ) These latter substances which stimulate growth will 
also exert their indirect inhibiting effect agamst other bacteriostatic agents than 
the sulfonamides, e g , against pemallm (Green and Biclschowsk> , 1942) 

Not only the properties of the medium, but also the properties of the bacteria in- 
fluence sulfonamide action It is believed (Woods, 1940, Green and Bielschowsky, 
1942) that the degree of sensitivity of bacteria to sulfonamides is determined by tlic 
extent to which para aminobenzoic acid and related “essential metabolites’* arc 
necessary to the life cycle of the bacteria, and by the rate at which para ammobcnzoic 
acid IS synthesized and released mto the surrounding medium Manj investigators 
have attempted to discover a diemotherapeutic agent which would react with para- 
aramobenzoic aad, and/or reduce the rate of synthesis of para ammobcnzoic acid by 
bacteria It is thought that azochloramidc and related halogen compounds (Schmelk^s 
and Wyss, 1942), and perhaps urea (Tcncnbcrg ci al , 1942) arc capable of neutralizing 
the action of para aminobenzoic aad and may thereby pro\ c to be useful as polcnti:^ 
tors of the sulfonamides 

The experiments on leucoprotcasc desenbed above indicate that Icucopro- 
tcase activity, such as occurs at any site of bacterial grow th w ith its concomitant 
mflammation, results m the production of protein degradation products whidh 
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Stimulate bacterial grovvtli, and directly and indirectly inhibit sulfonamide 
action. (A third way in which leucoprotease activity increases bacterial growth 
in tlie presence of sulfonamides is by causing an accumulation of acid products 
of hydrolysis, which decrease sulfonamide action since sulfonamides have been 
shown (Schmelhes el ak, 1942) to be less active at decreased pH. Of course, 
when tlie pH falls too low, as in a poorly buffered medium, bacterial growth will 
be retarded.) 

It is to be expected tliat substances which inhibit the activity of leucoprotease 
e.g., serum, reducing agents, heavy metals, etc.) will inhibit the production of 
protein degradation products at the site of bacterial growth and inflammation, 
and will thereby act to prevent the acceleration of bacterial growth, and the 
inhibition of sulfonamide action, that these products cause. It is suggested 
that the search for sulfonamide potentiators be directed not only toward the 
discovery of agents which will destroy sulfonamide inhibitors once formed, but 
also toward the utilization of substances which will prevent the formation of 
these inhibitors (and of tlie degradation products which stimulate bacterial 
growth) by retarding tlie action of leucoprotease (and perhaps of bacterial 
proteases as well). This would seem to be especially desirable in purulent 
lesions, where the sulfonamides have proved least efficacious. With respect to 
the use of bacteriostatic agents which are not inhibited in purulent lesions 
(e.g. penicillin) it would still seem desirable to control tlie production by pro- 
teolysis of degradation products which have been shown to directly stimulate 
bacterial growth. It is hoped that the data presented in tlie preceding paper 
on tlie control of the activity of leucoprotease and serum antiprotease may prove 
applicable in these respects. 

StTMMARY 

It has been suggested that the ability to control tlie activity of leucoprotease 
and serum antiprotease may prove useful in the furtlier study and under- 
standing of such phenomena as: (1) inflammation; (2) the resolution of inflam- 
matory exudates and tlie absorption of absorbable foreign bodies; (3) the pro- 
tection of joint and other structures from the proteolytic action of leucoprotease; 
(4) the neutralization of the destructive protease liberated in acute pancreatitis 
and from duodenal fistulae; (5) experimental arteriosclerosis and arteriolone- 
crosis; (6) the coagulation of the blood; (7) the possibility of prolonging the 
action of insulin; (8) the release of thyroglobulin by tlie thyroid gland; (9) 
bacterial growth and sulfonamide action. 

In this last respect evidence has been presented that tlie products of the 
hydrolysis of protein by leucoprotease stimulate bacterial growth and directly 
and indirectly inhibit sulfonamide action, and the hope has been expressed 
that the ability to control leucoprotease action may contribute to the more 
successful use of chemotherapeutic agents in purulent lesions. 
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Stimulate bacterial growth, and directly and indirectly inhibit sulfonamide 
action. (A third way in whicli leucoprotease activity increases bacterial growth 
in tlie presence of sulfonamides is by causing an accumulation of acid products 
of hydrolysis, which decrease sulfonamide action since sulfonamides have been 
shown (Schmelkes ct al., 1942) to be less active at decreased pH, Of course, 
when the pH falls too low, as in a poorly buffered medium, bacterial growth will 
be retarded.) 

It is to be expected that substances which inhibit the activity of leucoprotease 
e.g., serum, reducing agents, heavy metals, etc.) will inhibit the production of 
protein degradation products at the site of bacterial growth and inflammation, 
and will thereby act to prevent the acceleration of bacterial growth, and the 
inhibition of sulfonamide action, that these products cause. It is suggested 
that the search for sulfonamide potentiators be directed not only toward the 
discovery of agents which will destroy sulfonamide inhibitors once formed, but 
also toward the utilization of substances which will prevent the formation of 
these inhibitors (and of tlie degradation products which stimulate bacterial 
growth) by retarding the action of leucoprotease (and perhaps of bacterial 
proteases as well), Tlris would seem to be especially desirable in purulent 
lesions, where the sulfonamides have proved least efficacious. With respect to 
the use of bacteriostatic agents which are not inhibited in purulent lesions 
{e.g. penicillin) it would still seem desirable to control the production by pro- 
teolysis of degradation products which have been shown to directly stimulate 
bacterial growth. It is hoped that the data presented in the preceding paper 
on the control of the activity of leucoprotease and serum antiprotease may prove 
applicable in tliese respects. 

SUMMARY 

It has been suggested that the ability to control the activity of leucoprotease 
and serum antiprotease may prove useful in the further study and under- 
standing of such phenomena as; (1) inflammation; (2) the resolution of inflam- 
matory exudates and tire absorption of absorbable foreign bodies; (3) the pro- 
tection of joint and other structures from the proteolytic action of leucoprotease; 
(4) the neutralization of the destructive protease liberated in acute pancreatitis 
and from duodenal fistulae; (5) experimental arteriosclerosis and arteriolone- 
crosis; (6) the coagulation of the blood; (7) the possibility of prolonging the 
action of insulin; (8) the release of thyroglobulin by the thyroid gland; (9) 
bacterial growth and sulfonamide action. 

In this last respect evidence has been presented that tlie products of the 
hydrolysis of protein by leucoprotease stimulate bacterial growth and directly 
and indirectly inhibit sulfonamide action, and tlie hope has been expressed 
that the ability to control leucoprotease action may contribute to the more 
successful use of chemotherapeutic agents in purulent lesions. 



NERVE AS MODEL TEMPERATURE END ORGAN 
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Transmission across the artificial synapse formed by Uie cut end of a mamma- 
lian nerve is greatly enhanced by cooling the nerve end locally (Granit and 
Skoglund, 1945). Considering that cooling has increased the electronegativity 
of this region relative to a region at normal temperature (GrUtzner, 1881; 
Verzar, 1911) it seemed worth while to investigate if by these means local cool- 
ing of a nerve could set up a discharge. It is well known that cold and heat can 
stimulate a nerve, and many of those who have been recording impulses from 
mammalian nerve twigs must have noticed effects on the discharge of dropping 
too cold or too hot Ringer solution on the preparation. But we are not aware 
of any recent systematic analyses of such effects nor have they ever been related 
to temperature potentials. 

Bernhard, Granit, and Skoglund (1942) have put forth the general theory that 
sense organs stimulate their nerves by means of the electroionic potential cons 
ducted from the end organ down the fibres depolarizing the latter. In addition, 
nerve serving as model sense organ has been studied in several contributions 
from this laboratory in which instantaneously and slowly rising electrical stimuli 
have been used (Skoglund, 1942; Granit and Skoglund, 1943; Skoglund, 1945). 
It is now attempted to find out whether or not stimulation of a nerve by tem- 
perature variations can be fitted into this model. 

Technique 

The main stem of the sciatic nerve of decerebrate or chloralosed cats was locally 
cooled or warmed by a thermodc and the discharge recorded from one of the roots, 
generally from the sensory L7, The thermode was a small, lacquered metal container 
with a cross-section like a shallow U forming a groove for the nerve and closed from 
above by a thin metal lid. The length of the canal for the nerve was 2 cm. The 
temperature of the thermode was regulated with running water and measured by a 
thermocouple placed at the bottom of the groove for the nerve and connected to a 
galvanometer. By pressing a button the experimenter marked on the film the mo- 
ment when, during >varming or cooling, the galvanometer spot passed a scale unit. 
This meant that every fourth degree of diange was recorded. 

The condenser-coupled amplifier for the massed discharge from the root was led to 
a loudspeaker as well as to a diode rectifier for integrating the total cficct. This way 
of measuring irregular spike activity in a large number of fibres seems more satisfactory 
than trying to count the individual spikes. To begin wth, the experiments were 
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restricted to correlating the temperature at the thermode with the total integrated 
discharge but in the fully developed experiment the “temperature potential” was 
measured too. Silver-silver chloride electrodes were taken to the midpoint of the 
cooled or warmed region (the lid of the thermode having been removed) and to a point 
on the nerve about S cm. farther up. These were connected to a condenser-coupled 
amplifier capable of recording fairly well the initial phase of the slow temperature 
potential. The amplifier response to a calibration potential fell to half its full value 
in 10 seconds. Some controls were made with an electrometer, consisting of two push- 
pull coupled electrometer valves operating a moving coil galvanometer. With this 
apparatus it became possible to see how well the temperature potential was main- 
tained. In the standard experiments, however, the temperature potential was re- 
corded by the condenser-coupled amplifier operating one beam of a double-ray cathode 
ray oscillograph whereas the other beam recorded the integrated massed discharge 
from the root. 



Fig. 1. Five successive observations (1-5) on the effect of local cooling of cat’s 
sciatic upon discharge, I, recorded from root, as described in text. Ordinates: tem- 
perature of thermode (Curve T) and integrated relative frequence of nerve impulses 
(Curve I). Abscissae: time in seconds. 

The fully developed technique utilizing the double-ray oscillograph as described 
above, became necessary in order to correlate the temperature potential wth the 
impulse discharge. But several simpler problems were taken up before this stage was 
reached and for these cathode ray and photographic recording were not emplo 3 'ed. 
One experimenter read off the temperature on the galvanometer connected to the 
thermocouple, the other one the values on a galvanometer connected to the diode 
rectifier integrating the total impulse frequency. A metronome was used for synchro- 
nizing the readings and marking time, 

RESULTS 

The General Effect of Local Coolhig and Warming . — The experiment shown in 
Fig. 1 was carried out witli a decerebrate cat. The thermode was on the intact 
sciatic at the knee, the hamstring nerve severed, and the motor and sensoiy 
roots L7 cut and isolated. 

Chart 1 of Fig. 1 illustrates the stimulating effect of a rapid fall of tempera- 



C. G. BERNHARD AND RAGNAR GRANIT 


259 


ture. The disdiarge has been recorded from the sensory L7. In Chart 2 the 
recording electrodes have been slufted to the motor root. There is less spon- 
taneous activity on the motor side — ^which, o! course, is typical — as shown by 
the lower initial level of the impulse integrator. The excitatory effect of local 
cooling passes over in a shorter time. In Chart 3 the sciatic stem has been tied 
cm. from the lower edge of the thermode and the experiment repeated. In 
Chart 4 the same experiment has been carried out with the electrodes shifted to 
the sensory L7. Finally, in the experiment of Chart 5, the nerve has been cut 
at the lower edge of the thermode. This led to a great increase of spontaneous 
activity lasting for a few minutes. When this effect had disappeared the experi- 
ment of Chart 5 was carried out in the same manner as before. The gradual 
diminution of the effect of cooling from 1 to 5 is typical and need not be ascribed 
to the severance of the nerve. The artificial end organ always works best in the 
beginning of an experiment. Repetition diminishes the discharge. The five 
experiments were carried out in succession and the nerve at the thermode 
warmed up between each of them. 

It is clear that local cooling of a nerve is an effective stimulus capable of caus- 
ing a massive but transitory discharge, provided that the nerve is in good con- 
dition and the animal not too deeply anesthetized. Generally about 2 hours 
were allowed for disappearance of the immedkte effects of the initial anesthesia. 
When chloralose was given the dose was kept below 6 cc./kg. of a 1 per cent 
solution. 

It is seen in Fig. 1 that the excitatory effect of local cooling is given both by 
intact nerve and cut end. When the thermode was at the cut end the sponta- 
neous activity from this region was a good index of the general state of the 
autorhythmic mechanism responsible for the discharge itself. For this reason 
severed nerves were later used in nearly all experiments. All e.xperiments 
agreed in showing that the final effect of cooling the nerve locally to some &-12® 
C. consisted in practically complete cessation of impulse generation within the 
cooled region. 

It is therefore concluded that the excitation caused by local cooling, is counter- 
acted by an opposite process of iinmobUization of the discharging mechanism 
of a nerve. The completeness of this immobilization is not very well shown by 
Fig. 1 because the cut hamstring nerve continues to discharge so that the inte- 
grator never falls down to zero. But it is well brought out by Fig. 5 showing 
the integrator connected to the cathode ray oscillograph and was regularly 
confirmed by looking at the massed disdiarge on the screen of the catliode ray 
and by listening to it in the loudspeaker. The baseline, broadened by spon- 
taneous and induced activity from the cut end, slirank to a thin line after the 
transient excitatory effect of cooling and remained so as long as the thermode 
was kept cold. 

If the cooled nerv’e was warmed through the thermode at the same rate at 
which it had been cooled and thus brought back to its original temperature 
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between 36 and 40°, the spontaneous firing from the cut end was resumed. But 
tins effect was late in starting. A latency of some 30 to 120 seconds preceded 
recovery of the autorhythmic mechanism to be compared with the latent 
period of a few seconds, tliat preceded the excitatory effect of cooling. 

There is tiius, as one would expect, a general effect of temperature on the 
autorhythmic mechanism of discharge in tlie sense that cold suppresses and 
warmtli enhances the spontaneous activity set up by the cut end. This general 




Fig. 2 Fig. 3 

Fig. 2. Integrated frequency of discharge (ordinates) from cut end of sdatic during 
slow warming of thermode (abscissae in degrees Centigrade) at the ner\"e end. Two 
different animals. 

Fig. 3. Depression by warming. Ordinates: temperature (Curve T) in degrees 
Centigrade and integrated relative frequency of nerve impulses (Curve I). Abscissae: 
time in seconds. 

effect can be isolated and studied alone if the temperature dianges are brought 
on very slowly. 

It could easily be shown that stimulation by cold was a function of the rate 
of change of temperature because if tlie tliermode was cooled very slowly the 
excitatory effect was negligible, and the impulse activity gradually subsided. 
Such experiments were used in order to find out whether an optimum tempera- 
ture could be demonstrated. Fig. 2 shows two experiments in which there were 
optima in the sense that a slow increase of temperature, beyond 40° in the one 
case, and, beyond 36° in the other, again led to a diminution of the spontaneous 
discharge. The former experiment also demonstrates that a further increase 
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of temperature above normal re-activated tbe nerve. This was, m fact, the 
most regular effect of warming the nerve beyond the maximum which corre- 
sponds to the upper liimt of body temperature. This re-excitation at high 
temperatures, which for the moment we shall neglect, was not, as a rule, notice- 
able bdow 44° but may, of course, already below that temperature have con- 
tributed to the blotting out of the optimum. 

The main point to be raised here is that an optimum, when present, shows 
that local warming of the cut end not only excites but also may inhibit the 
spontaneous discharge though the inhibitory effect is difficult to demonstrate 
because it is always pitted against the general favourable effect of raising the 
temperature. Fig. 3, however, shows one of the cases in which the spontaneous 
discharge was suppressed by a moderate fast rise of temperature. 



Fig. 4. Temperature potentials, recorded as explained in text. 

The general conclusions reached in this section are thus that, apart from the 
expected favourable effect of warmth and unfavourable effect of cold on the 
discharge from the cut end, cold causes a strong transitory excitation and 
warmth a less de&nlte but sometimes demonstrable inhibition. All these ob- 
servations refer to temperatures at or below the normal range. 

The Temperature Potentials . — ^It is known that a cooled region of a nerve 
becomes negative relative to some point at normal temperature (Grtttzner, 
1881; Verzar, 1911). Since no d.c. amplifier was available for use with the 
osdllograph, two electrometer valves were set up in push-puU coupling in order 
to find out how large these potentials were and how well they were maintained 
in our experiments. The temperature potentials were recorded by a sensitive 
moving coil galvanometer on a scale on which 1 mm. corresponded to 0.91 mv. 
Only two animals were used with this technique. Most experiments on tem- 
perature potentiab were carried out with the condenser-coupled amplifier 
connected to the oscillograph (see Technique). 

The result of the experiment giving the larger temperature responses is shown 
in Fig. 4. The points, marked 1, are the first set of observations. The ther- 
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mode temperature was originally 36°. In 15 seconds the temperature was then 
brought down to 8° and tliis made the nerve end more negative by 8.2 mv. 
Further cooling to 5.6° did not increase the negativity which was maintained 
for 1 minute. The temperature at the tliermode was next (Curve 2) increased 
to 36° in 15 seconds. The potential returned to its original value along the 
curve marked 2. This final value was also maintained. Then followed slow 
cooling during 9 minutes, the points falling along Curve 3 together with those 
marking the effect of the final slow warming of the nerve during much the same 
length of time. Tlie temperature was ultimately increased to 44° and it is seen 
tliat in this region of supernormal temperature the nerve again responded by 
increased negativity of the region in the tliermode relative to normal nerve. 

Thus, from low temperature to the normal range the nerve works like a kind 
of thermocouple the “cold junction” becoming electronegative relative to the 
“warm junction.” Above the normal range its properties are reversed. 

Seeing tliat the nerve discharges not only when cooled but also when heated 
above the normal range and that in both these cases the discharging region 
becomes electronegative relative to a portion at normal temperature it was held 
to be of great interest to record the temperature potential and the discharge 
simultaneously, and with sufficiently fast instruments, in order to ascertain 
wliether tlie electronegativity precedes the discharge or not. This was carried 
out by means of a second condenser-coupled amplifier, taken to the second 
beam of the double cathode ray oscillograph, as described in the section on 
Technique. 

In the record of Fig. 5 the cold potential and the integrated impulses dis- 
charged by the cooled end are photographed together. This shows that the 
cold potential began to rise before the rise of the discharge set in. The excita- 
tory effect of cold on the discharge was found to follow between, on an average, 
2.2 to 3.4 seconds after the first sign of the rise of a cold potential. The 
shortest interval noted was 1.4 seconds but this was in an experiment with 
extremely high amplification for the integrator so that the baseline was rather 
irregular owing to the spontaneous activity from the cut end. This is also seen 
to cause oscillations of baseline before cooling, in the e.xperiment of Fig. 5. The 
unusually short latency of 1.4 seconds in one experiment was probably due to a 
spontaneous volley just preceding the effect of cold. 

The simultaneous records thus showed tliat without exception the transitory 
discharge, elicited by local cooling of the nerve began when a certain amount 
of potential difference had been set up between the cooled point and normal 
nerve, just as the optic nerve begins to discharge in response to a stationaiy 
potential across the sense cells. The temperature potentials recorded by this 
technique were smaller than those obtained in the electrometric experiments. 
When corrected for the exponential character of the amplifier response (see 
Kohhrausch, 1930) the temperature responses were around 0.1 to 0.15 mv. per 
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degree as against up to 0.3 mv. per degree with the electrometer valves. Gen- 
erally the potential dilTerence was maintained as long as the low temperature 
was maintained. 

On repetition of such e.xperiments several times in succession it was found that 
the autorhythmic mechanism of the nerx'e gradually became less sensitive to 
stimulation by cold. The temperature potential also diminished somewhat 
but it often happened that the nerve almost had lost its capacity to respond to 
cooling by impulse activity at a time when the cold potentials still were almost 
normal. 


DISCUSSION 

Wlien speaking of ner\'e as model temperature end organ this is not done in 
order to call attention to the general unfavourable effect of cold on the spon- 
taneous activit}^ and to the restoration of this activit}" by warming up the nen^e 
to normal temperature. This finding is merely regarded as an e.vpression of 
general temperature effects of which no more need be said in this connection. 
The nerv'e sciA^es as a model cold end organ in the sense that rapid local cooling 
sets up a discharge of impulses which is preceded by a potential change of such 
a character that a discharge must be e.\pccted from tlie cooled region. It is 
assumed that this potential difference, making the cooled end negative to the 
rest of the nerx'e, generates the discharge and that the maintained state of 
electronegativit)’’ would continue to do so, merely hampered by accommoda- 
tion, were it not for the fact tliat cold has a general unfavourable effect on tlie 
autorhythmic mechanism. Hence the transitorj^ character of the discharge. 

Warming the “artificial end organ” removes this generator potential. The 
circumstance tliat warmth has a general favourable effect on the discharge 
counteracts the diminution of the impulse activity that otherwise would be a 
consequence of diminished electronegativity of the “end organ.” Under fa- 
vourable conditions, however, tin's opposite effect of warmtli relatii-e to cold 
can be distinguished. Assume now that there would be a certain amount of 
spatial separation between an “end organ” and the discharging region of its 
nerve so that the former could be cooled without paralyzing the latter. The 
resulting structure would be something analogous to the fish Lorenzinian am- 
pullae which were found by Sand (1938) to respond to cooling by discharging 
and to warming by cessation of impulse activity. Their mechanism of excita- 
tion may well be of the kind described in this paper. 

The applicability of the model is perhaps more striking with respect to cool- 
ing. The mechanism is quite sensitive. A quick fall of 1° may cause a dis- 
charge in a good preparation. The generation of impulses in response to heat is 
provided for by the model in the impulse activity which is a consequence of 
warming the “end organ” above the normal range. Its mechanism is appar- 
ently similar to the generation of impulses by cold. The “end organ” again 
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becomes negative relative to normal nerve. We need but imagine a certain 
amount of development and specialization of the temperature end organs, based 
on the general principles described in this paper, to possess a basic theory for 
how cold and heat excite their receptors to set up impulse activity in the ner\*e 
fibres. 


STOOIARY 

Rapid local cooling of mammalian ner\’e sets up a discharge which is pre- 
ceded by a local temperature potential, the cooled region being electronegative 
relative to a normal portion of the nerve. 

Heating the nerve locally above its normal temperature similarly makes the 
heated region electronegative relative to a region at normal temperature, and 
again a discharge is set up from the heated region. 

These local temperature potentials, set up by the nerve itself, are held to serve 
as “generator potentials” and the medbanism found is regarded as the prototype 
for temperature end organs. 

Our thanks are due to The Rockefeller Foundation for a grant to this laboratory. 
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CORRECTION 

In Vol. 29, No. 4, March 20, 1946, page 225, line 17, for X Ky/f read 

x=irVr. 




THE EXTRACELLULAR RELEASE OF ECHINOCHROME* 

By HERBERT SHAPIRO 

{From The Marine Biological Laboratory, Woods Bole) 

(Received for publication, Januarj' 2, 1946) 

I. INTRODUCTION 

Echinochrome, the red coloring matter found in sea urchin eggs, is not 
uniformly dissolved in the cytoplasm, but is distributed in the form of granules, 
and may be associated in these formed elements with other cellular components. 
It may exist, intracellularly at least, as a Hiromoprotein. 

That the echinochrome is not in solution in the imfertilized egg cell, but 
exists practically entirely in the form of these discrete particles, is evident 
through nucroscopic examination and from centrifuging experiments. Under 
the influence of centrifugal force, the echinochrome granules can be concen- 
trated at one end of the cell where they are easily visible, and with still higher 
centrifugal force the colored part of the cell can be separated from the re- 
mainder (Harvey, 1941; Shapiro, 1935 a, 1939), Tyler (1939) has made a 
survey of some of the chemical and physiological studies on this substance. 

If the peristomial membrane of an urchin, whether male or female, be punc- 
tured with the point of scissors, and the coelomic (perivisceral) fluid poured into 
a vial, it is observed to have a deep reddish coloration. Examined microscopi- 
cally, this is found to be a concentrated suspension of eleocytes, which also 
contain the echinochrome. In eggs freshly taken from the urchin together 
with coelomic fluid, the coloring of the supernatant fluid is due to the presence 
of these coelomic amebocytes. However, in some cases after the eggs have 
been allowed to settle out of the colored supernatant fluid, the eleocytes are 
nevertheless found there in but low concentration. It is to be presumed then 
that the echinochrome has diffused out of the elaeocytes, or that part of the 
color may be due to the contact of the coelomic fluid with the test. It was very 
likely with such a preparation that Glaser (1921) was dealing in his description 
of secretions from the unfertilized egg, Mac^Iunn (1885) observed the 
clotting of eleocytes from tlie perivisceral fluid of Strongylocaiirotus lividus, 

2. Technic, and Ohseroalions on Unfertilized Eggs 

A large quantity of eggs from one or several urdtins was obtained in tijc customary 
manner (Shapiro, 1935 o). The eggs were made up in concentrated suspensions (see 

* This investigation was aided by a grant from the Penrose Fund of the American 
Philosophical Society. 
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Tables I to in filtered sea water, and a SO ml. sample poured gently into a 250 
ml. Erlcnmeyer QesU. previously equilibrated in a constant temperature water bath 
at 25.6°C. The cells soon settled to the bottom of the flask and thus lay beneath a 
shallow layer of sea water. Fertilized eggs were obtained by adding sperm to the 
suspension, allowing the eggs to settle, pouring off the supernatant, then washing 
with sea water, and again removing the supernatant after brief light centrifuging of 
duration sulfident only to throw the cells down. The washed fertilized eggs were 
introduced into the flask at constant temperature within about a half hour, on the 
average, after removing the eggs from the urchin. Eggs were selected for exper- 
iments only when a test fertilization with freshly suspended sperm showed a high 
percentage of membranes (usually 99 to 100 per cent). To insure an adequate oj^gen 
supply, o.x}'gen was first moistened by being bubbled through sea water at the tem- 
perature of the water bath, and then passed slowly and continuously over the sur- 
face of the shallow layer of sea water suspension (not bubbled through, as this might 

TABLE I 

Unfcrlilizcd Eggs in Sea Water 

Note that cchinochrome loss (tinting of the supernatant fluid) occurred only in anaerobic 
eggs (Experiments 11 and 18). 



Gas 

Cell concen- 
tration 

Samples 

withdrawn 

Echinochrome loss 

i 

11 1 

Ns 

ctlls/ml. \ 

1,970,000 

min. j 

20,53,87,139 

Tint first noted at 3rd sample 

13 ! 

Os 

304,000 

39,150,204 

No loss 

14 

Os 

532,000 

31,81,203,347 

Supernatant clear 

18 

Ns, then Os 

411,000 

30,64,111,288 

Slight tint in supernatant 

19 

after 3rd sample 
Os 

j 

519,000 

34,81,174,251 

Supernatant clear 

21 

Os 

579,000 

54,96, m, 237 

Supernatant clear 

30 

! 0^ 

237,000 

62,170 

Supernatant clear 


lead to cytolysis). The flasks containing the eggs were kept throughout the exper- 
iment at constant temperature, and opened at regular interv'als after a slight agitation 
to completely resuspend the cells, and a sample slowly pipetted out and placed in a 
centrifuge tube. A standard force and centrifuge time w'ere adopted, and obser- 
vations were made of the coloring of the supernatant fluid. No attempt was made to 
compare quantitatively the colorations in the different experiments. Cell counts 
were made by a modification of the dilution method previously described (Shapiro, 
1935 b). Each time a sample of cells was vvitlidrawn for centrifuging, a microscopic 
examination w'as made to determine the cytological condition of the cells and, in the 
case of fertilized eggs, the amount of cleavage. A clean drj^ pipette was used for each 
sample. 

\^Tien unfertilized eggs are thus left in normal sea water for periods as long 
as 5 hours, as Table I indicates, usually very little cytolysis ensues, and the 
eggs at the conclusion of the run are fertilizable and undergo normal develop- 
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ment. The supernatant fluid remamed clear in all the experiments listed, 
showing the retention of echinochrome by eggs in the unfertilized state over this 
period of time. That is, no coloration was observable on viewing through 
a column of fluid 15 mm. in diameter. This is a sensitive test, as the eye 
can detect very dilute concentrations of dyes in solution in such an ar- 
rangement. In only one experiment (not included in the table) was any tinting 
of the supernatant noted for unfertilized eggs in oxygen, and there, in addition to 
(ytolysis, a large amount of cellular debris was suspended as a fine sediment in 
the supernatant. It appears dear then that normally, unfertilized oxygenated 
eggs do not release their pigment into the sea water, even though they be left 
standing for hours. 

This retention of pigment by unfertilized eggs does not occur, however, when 
the cells are made anaerobic by exchanging the oxygen stream for one of 
nitrogen. The eggs will then part with some of their echinochrome, though it 
may be at a slow rate and in relatively small quantities. Accordingly, un- 
fertilized eggs left long enough under conditions approximating anerobiosis 
(e.g., crowded in covered vessels with inadequate oxygen supply) may be ex- 
pected to lose some echinochrome. ‘Unfertilized cells under anerobic conditions 
may glycolyze, producing acid, thus tending to be in a state similar to that of 
the fertilized Faracentrotus egg whidi according to Runnstrom (1933) forms 
acid after both aerobic and anaerobic fertilization. Perlzweig and Barron 
(1928) observed lactic acid production both in unfertilized and fertilized eggs of 
Arhacia ptinctulata. In the urchin Paracenirotiis liviSas, Rapkine’s (1931) 
measurements revealed a minimum of lactic acid production shortly after 
fertilization, a marked increase about the 40th minute, and a maximum about 
the 50th minute (f.c., 10 to 15 minutes before cleavage). 

This acid production may be one of the conditions favorable for the release 
of echinochrome, and its increasing concentration in the sea water during the 
first cleavage cycle would then accord with the data given in the ensuing 
paragraph. 


3. Difusion of Echinochrome from Fertilized eggs 

Turning now to the fertilized eggs (Table II) we find that activation in all 
cases resulted in a release of echinochrome by the fertilized egg. This release 
continues over a period of time, for in successive samples the depth of the 
color will frequently show a progressive increase. The pigment release begins 
during the mitotic events leading to first cleavage, for eggs examined before any 
divisions have set in will show echinochrome in the supernatant fluid. UTielher 
this begins immediately upon insemination is not knowTi, as the initial ob- 
ser\’ations were made some time later, but it appears likely that it docs. Mc- 
Clendon (1912) observed the migration of the echinochrome granules to the 
surface within half an hour after fertilization, and their accumulation in the 
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cleavage furrows during cleavage. And according to Rapkine the lactic acid 
production increases during the course of the first mitotic division. 

The large efflux of echinochrome observed in the case of fertilized eggs cannot 
be due to cytolysis, as a check was maintained on this factor in all the ex- 
periments. For tlie most part, the amount of cytolysis in the various ex- 
periments was very small, and the final microscopic examination of the eggs 
at the end of the e-xperiment revealed an average of from 1 to 5 per cent cy- 
tolysis in the unfertilized eggs. The fertilized eggs suffered even less change, 
and underwent only 1 per cent cytolysis on the average. In the case of one 
sample of unfertilized eggs in which a relatively large amount of cytolysis had 


TABLE II 

Fertilized Eggs in Oxygenated Sea Water 
All fertilized eggs release echinochrome. 


Experi- 

ment 

No. 

Cell con- 
centration 

Samples witlidrawn 

Echinochrome loss 

1 

cells/ml, 

74,000 

mitt. 

9,18,27,40,61 

Yellowish tint, increasing with time 

2 

49,000 

42,72,102,131,188 

Tint in supernatant, progressively increasing 

4 

320,000 

26,55,92,133 

Supernatant deeply tinged 

6 

308,000 

9,42,68,258 

Supernatant tinted 

15 

348,000 

31,81,203,347,394 

Supernatant tinted 

19 

519,000 

34,81,174,251 

Supernatant deeply tinted 

23 

482,000 

43,94,165,319,359,443 

Supernatant tinted 

29 

237,000 

73 

Slight tinge in supernatant 

30 

237,000 

62,170,257 

Supernatant deeply tinged 


occurred there was practically no observable tint in the supernatant fluid; and 
conversely, in batches of fertilized eggs with practically no cytolysis, a marked 
tint was present in the sea water. 

The diffusivity of echinochrome through the cell membrane before and after 
fertilization has not been investigated quantitatively. However, the phenom- 
enon under discussion is not simply analogous to tire marked change in water 
permeability which occurs on fertilization (Lillie, 1916; and others) for it 
involves also a change in the cell interior which brings about a dissolution of 
echinochrome from the granules to which it is bound. 

Certain lots of eggs tend to disintegrate much more readily during the 
experiment than others. The cellular remains were apparent as a fine silt in 
the supernatant fluid, after brief centrifuging, evidently more difficult to throw 
down. The greater tendency of these eggs to disintegrate was due probably to 
their age and nutritional state, as they were taken from urchins which had been 
in the aquarium about 4 weeks, without food supply. 
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4. A Physical Analogue of the Phenomenon 
To illustrate the concept developed above, it is instructive to utilize the 
analogy of the charge and discharge of a condenser (Fig. 1). The condenser 
C represents the echinochrome containing granules, R\ the cytoplasm, Ri the 
cell membrane, and the battery E the chemical embryological processes leading 
to synthesis of echmochrome and its concentration within the granules. During 
cell growth and maturation, the switch 5 is in position 2, and remains there, 
even when the eggs are liberated into the sea water. All the echinochrome has 
been accumulated in the granules. On fertilization (or the institution of 
anaerobiosis), indicated by the arrow under the graph, the switch is thrown by 
chemical events over to position 1 . The charge (of echinochrome) accumulated 
in the condenser (granules containing echinochrome-protein complex) is 



liberated, encountering two chief barriers, the cytoplasm, and the cell mem- 
brane {R\ and Rx). More formally, 

‘ = 4 0 ) 

The analogies in equation (1) are that i (current) represents rate of flow of 
echinochrome out of the cell, gn (charge) the amount of echinochrome ac- 
cumulated in the granules, which are the condenser C; and I represents time. 

5. The Effect of Changes in the Chemical Content of the Sea Water 
Following these results, observations were made on the influence of altered 
environment. It is known that such an alteration will affect the permeability 
of the cell {e.g., to water), and may also affect the ionic constitution of the cell 
interior. Solutions used were those listed elsewhere (Shapiro, 1941) in addition 
to others made up as follows: — 

I. Artificial sea water, 2 X potassium (2 K): 

NaCl 0.52 u 978 ml. 

KCl 0.53 u 44 ml. 

MgCl 2 0,37 ii 78 ml. 

MgSOi 0.52 m 38 ml. 

CaCb 0.34 m 15 ml. 

0.Sml0.0lHNaOHaddedto50ml. pH8.71,26"C. A - -1.896*C. 
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sumuRY 

A Study was made of tlie diffusion of the red pigment echinochrome from the 
eggs of tiie sea urchin, Arhacia punctulaia, into sea water. 

Unfertilized eggs retained their pigment, over periods of hours. Outward 
diffusion of pigment from unfertilized eggs normally is entirely negligible, or 
does not occur at all. Enchancing the calcium or potassium content of the 
artificial sea water (while retaining isosmotic conditions) did not induce pig- 
ment release. 

Under anaerobic conditions, unfertilized eggs release pigment in <;Tnall 
quantities. 

Fertilization alone brings about echinochrome release. Fertilized eggs in- 
variabl}’- released pigment, whetlier in normal sea water, or sea water with 
increased calcium or potassium. This diffusion of the pigment began during 
the first cleavage, possibl)' soon after fertilization. 

The pigment release is not a consequence soieiy of the cell’s permeability to 
echinochrome (or chromoprotein, or other pigment combination) but is pre- 
ceded by events leading to a release of echinochrome from the granules in which 
it is concentrated within the cell. Tliese events may be initiated b}’’ activation 
or b}' anaerobiosis. 

The phenomenon was not due to cytolysis. 
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THE CHEMISTRY OF DAYLIGHT VISION 
By ALFRED FREDERICK BLISS 
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I. Photopic and Scotopic Vision 

Daylight vision in man is synonymous with color vision, a faculty which is 
equally prominent in diurnal fish, reptiles, and birds. Mammals other than 
the primates seem to be color blind and yet may possess the same types of 
visual cells as color discriminating forms. Color vision thus represents one 
aspect of a broader system known as daylight or photopic vision. This system, 
which is functional only at the relatively high intensities of ordinary daylight, 
is characterized by the high visual acuity it affords and by a spectral visibility 
curve maximal at SS5 mp in the yellow green (Ives, 1912; Hyde, Forsythe, and 
Cady, 1918; Coblentz and Emerson, 1917; Gibson and Tyndall, 1923; Stiles, 
1944; Pinegin, 1944; and Wald, 1945). 

The visibility curve may be defined as the reciprocal of the energy or, more 
usefully, of the number of quanta required to produce a constant brightness 
throughout the spectrum. The determination of this curve is complicated 
by the fact that color differences confuse the estimation of brightness. This 
difficulty has been minimized by matching adjacent regions of the spectrum 
step by step (Gibson and Tyndall) or by flicker photometry (Coblentz and 
Emerson), a method in which advantage is taken of the fact that alternate 
presentation of two colors at a sufficiently high frequency results in fusion of 
the colors without disappearance of the flicker due to the difference in their 
brightness. 

If the intensity of spectral light is lowered enough a region is entered in 
which the light appears colorless. In this range a visibility curv’e with a 
maximum about 500 mp in the blue-green is obtained (Hecht and Williams, 
1922). Clearly a different, color blind, system is functioning at these low 
energies. Known as the scotopic tystem, it has furnished nearly all our 
knowledge of the chemistry of visual substances. 

II. The Chemistry of Scotopic Vision 

Tlie scattered and often contradictory observations on the chemistry of 
daylight vision require confirmation and extension. Since the kinetic data 
of vision show a dose relation between scotopic and photopic vision in such 
features as light and dark adaptation, visual acuity, and intensity discrimi- 
nation (Hecht, 1937), a sununarj' of the salient features of the scotopic S)'Stem 
will sen’e as a useful introduction to this investigation. More detailed in- 
277 
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formation may be obtained from the recent reviews by Hecht (1942) and 
Wald (1943). 

Scotopic vision is correlated with the presence of large numbers of rod cells 
in the retina. The rod-rich retinas of the frog were found by Boll in 1876 to 
contain a red substance whicli bleaches in the light and reforms in the dark. 
This substance, known as visual purple or rhodopsin, may be extracted into 
aqueous solution by surface-active detergents such as the bile salts (Kiilme, 
1877), digitonin and saponin (Tansley, 1931). The absorption spectrum of 
purified visual purple (Chase and Haig, 1938; Lythgoe, 1937; Wald, 1938; 



Fig. 1. Absorption spectrum of visual purple (Hecht, 1942). Average of data 
from three sources (Chase and Haig, 1938; Wald, 1938; and Lythgoe, 1937). 

and Krause and Sidwell, 1938) fonns an unsjunmetric cur\'e with a maximum 
at 500 m/z. The absorption spectrum of frog’s rhodopsin, collected from three 
sources, is shown in Fig. 1. 

Exposure to light results in a fall in absorption maximal at 510 m^u and a 
rise in absorption toward tlie violet end of the spectrum. The difference 
spectrum of visual purple is shown in Fig. 2, B. The rise in absorption in 
the blue means that rhodopsin bleaches to a yellow photoproduct. The 
difference spectrum is therefore only approximately similar to the absorption 
spectrum. 

When the scotopic visibility curve is computed as the relative number of 
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quanta which must reach the retina in order to evoke a given visual sensation 
(Schneider, Goodeve, and Lythgoe, 1939) good agreement is found with the 
absorption of the same amount of rhodopsin known to be in the human retina 
(Wald, 1938; Hecht, Shlaer, and Pirenne, 1942). All these facts demonstrate 
that rhodopsin is the basis of scotopic vision. 

Rhodopsin has the physical and chemical properties of a protem. It is 
destroyed by heat above 50°C., strong acid or base, and by many polar or- 
ganic solvents. If an excised retina is illuminated just long enough to bleach 
it and is then shaken with chloroform, a yellow carotenoid, retinene, is ex- 
tracted (Wald, 1935). This previously unknown pigment is characterized 
by an absorption peak at 387 rap in chloroform and at 664 mp with antimony 
trichloride. Since oxidation of vitamin A produces a similar chromogen 
(Hunter and Hawkins, 1944) Morton and Goodwin (1944) suggest that ret- 
inene is vitamin A aldehyde. After prolonged illumination retinene can no 
longer be found, its place however is a substance absorbing maximally at 
328 m/i with the properties of vitamin A. Rhodopsin therefore appears to be 
a conjugated protein which liberates a prosthetic group related to vitamin A 
as a consequence to the absorption of light. 

Bark adaptation of the living eye results in the removal of vitamin A and 
the regeneration of visual purple. Deficiency of vitamin A in the diet results 
in night blindness due to the failure of visual purple regeneration (Holm, 
1925; Fridericia and Holm, 1925; Tansley, 1931). It is significant that the 
photopic threshold also rises in this condition (Hechtond Mandelbaum,1938), 
suggesting that photopic vision likewise involves vitamin A. 

Ill, Coiie Pipncnts 

The similarity in the dynamics of the photopic and scotopic systems leads 
us to look for rhodopsin-like pigments basic to photopic vision. Daylight 
vision is correlated with the presence in the retina of large numbers of cone 
cells. These are somewhat similar to the rods but contain no visible pho- 
tosensitive pigments. Kbttgen and Abelsdorff (1896) made glycocholate 
extracts of the pure cone retinas of tortoises, and Ktihne (1877) investigated 
the chicken retina but in neither animal could any trace of photopigment be 
demonstrated. The fact that the energy threshold for photopic vision is 
about 100 times the scotopic level in human beings suggests that one reason 
for the failures was the low concentration of cone substances. It has therefore 
become clear that further progress requires the application of high precision 
spectrophotometric methods to the cone-rich retinas of the diurnal birds, 
reptiles, or mammals. 

In recent years several investigators have reported the extraction of cone 
pigments from tortoises, chickens, and frogs. The first claim was made by 
von Studnitz (1937) who reported that ether extracts of tortoise and frog 



280 


aiEJasTRV or day visrox 


retinas contained a photosensitive substance with a maximum absorption at 
570 m/r. However, this claim cannot be accepted because the height of this 
absorption maximum is little greater than the sensitivity of his galvanometer 
(1 mm. deflection for 0.1 lux). In his figure of the absorption spectrum of 
cone substance from frogs the absorption peak at 570 m/x absorbs 0.3 per 
cent more light than the minimum on tlie long wave side. Since the total 
illumination is 4.5 lux, a difference in absorption of 0.3 per cent would cause 
the scarcely detectable change in deflection of only 0.14 mm. The insignif- 
icance of this peak is further emphasized by the fact that von Studnitz ignores 
tire existence of an absorption at 630 m/x actually greater than that at 570 m/z. 

So much has been made of these findings by von Studnitz (1940) that the 
experiments seemed worthy of repetition even though Hosoya, Okita, and 
Akune (1938) and Wald (1943) have already failed to confirm them. An 
ether extract of frog retinas was prepared following the procedure in his report 
and was measured on Shlaer’s spectrophotometer (1937). The solution 
yielded only a smootli absorption curve rising into the violet, and showed no 
photosensitivity. 

Hoso 3 'a, Okita, and Akune (1938) presented evidence for cone pigments of 
more conventional properties in saponin and glycocholate extracts of tortoise 
and frog retinas. They reported difference spectra with several poorly defined 
peaks supposedly representing bleaching of the cone primal^’- substances by 
their measuring light source. 

In the course of a search for cone substance in the frog, I found a similar 
fall in the absorption of freshty prepared extracts quite independent of illumi- 
nation. This fall apparently is due to autotysis of the fresh extract. Smce 
Hosoya and his coworkers present no control data in this regard, their results 
are open to question. 

Wald (1937) reported the extraction of a photosensitive cone pigment from 
chicken retinas with aqueous digitalin. Since a small quantity of rhodopsin 
is present in the eyes of chickens he found it necessary to bleach the solution 
with dim red light beyond 650 m/i, to which rhodopsin is relatively insensitive. 
Exposure to red resulted in a decided drop in absorption maximal at 570 mp 
in the yellow, and a rise beginning at about 460 m/z and extending into the 
ultraviolet. Evidently the chicken retinas contained an extractable red- 
sensitive substance which bleached to form a 3 ’'ellow photoproduct. Wald 
has proposed the name “iodopsin” for this new visual pigment. It is signif- 
icant that its difference absorption spectrum bears a rough resemblance to 
the visibility curve of the light-adapted chicken (Honigman, 1921). 

After the idodopsin was completely bleached exposure to white light resulted 
in a further fall in absorption with a maximum at 510 mju characteristic of 
visual purple. 

I have been able to reproduce Wald’s results in a great many repetitions of 
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his work. A typical set of curves obtained from an extract prepared as de- 
scribed below may be seen in Fig. 2. WTiile the heights of the difference spectra 
in this figure have been arbitrarily adjusted to the same height, actually the 
maximum density fall resulting from the bleaching of iodopsin was found 
usually to be about f that of rhodopsin. 



Fig. 2. Difference absorption spectra of photosensitive pigments from chicken 
eyes. A, change due to red light. B, change due to white light after completion of 
bleaching by red light. 


Wald's discovery is a significant start toward a chemfstij- of cone vision. 
It was therefore decided to obtain further information about the photochem- 
ical properties of iodopsin. 

IV, Apparaiits 

The instrument with which most of this investigation has been carried out is a 
potentiometric photoelectric spectrophotometer (Bliss, 1943) . Its main features arc 
shown in Fig. 3. 
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The light of a 32 c.p. 6 volt storage battery-operated automobile headlight bulb 
is passed through a prism monochromator with a range of 360 to 700 m/x. The, wave- 
length scale is calibrated with mercury and helium spectra and may be read to the 
nearest millimicron. The bilateral slits are adjusted to produce an approximately 
equal sensitivity through the spectrum. Under these conditions the band width 
varies betu'cen 5 and W m/:x. 

The solution to be measured is contained in a 1 cm. corex D cell of 1 cc. volume 
which is mounted on a shuttle in a removable light-tight box. The solution may be 
moved in and out of the beam, permitting measurement of the transmission {I,r/Io). 
Wien the shuttle is pushed to the far end of the box, light is admitted for tests of 
photosensitivity. 

Stray light, always a source of error when making density measurements in regions 
of low energy, could be disregarded above 400 m^ due to the use of a RCA 926 photo- 



tube with maximum sensitivity in the blue. At present even better response in the 
blue is attained with the use of a 929 tube with ma.\imum sensitivity at 375 m/x. The 
anode lead of this tube is passed through a hole provided by the removal of the center 
post of the tube base, to reduce insulation leakage. The small energj’- in the ultra- 
violet spectrum of the source necessitates the use of a Coming 597 filter in front of 
the monochromator to cut donm stray light of longer wavelengths when measuring 
densities below 400 mju. 

The photoelectric amplifier used for this investigation consisted of a 1A6 tube in 
Barth’s modification (Penick, 1935) of a DuBridge and Broivn balanced circuit. 
However, much greater gain and stability is now achieved ndth a twin triode 6F8, 
in a bridge circuit. The grid leak consists of a 300 megohm India ink line resistor. 
A box galvanometer with a sensitivity of 30 mm . per /xa is used as a null point indicator 
with an 11 turn helical potentiometer giving the transmission (Itr/Io) directly. Re- 
sults usually are expressed as photometric density (—log transmission). 
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V. Efforts at Purijicalion of lodopsin 

(а) Stability . — ^The following observations show that iodopsin bears con- 
siderable resemblance to rhodopsin but is much more labile. Unless other^vise 
noted 4 to 12 retinas per ml. were extracted in 2 per cent digitalin for 4 to 8 
hours. 

W^ile rhodopsin may be extracted after exposure of the retinas to 4 per cent 
alum at a pH of 2.9 and is unharmed in solution at pH 10, iodopsin could not be 
extracted if the retinas were previously soaked for 1 hour in 0.1 n acetate 
buffer below pH 4.4. Full yield was not obtained below pH 4.9. Extraction 
at pH 8 5 yielded only a trace of iodopsin. Unbuflfered extracts kept for 2 
weeks at 5°C. yielded the difference spectrum of rhodopsin alone. 

lodopsin could not be extracted by 4 per cent sodium glycocholate or salicin 
and was destroyed in about 2 hours at room temperature by addition of an 
equal amount of 4 per cent sodium desoxycholate to a 2 per cent digitalin 
extract. It is significant that most of the earlier workers used sodium gly- 
cocholate in their unsuccessful attempts to extract iodopsin. 

Whereas rhodopsin is precipitated unbleached by the addition of formalin 
to make a concentration of 10 per cent or by the addition of an equal amount 
of acetone in the cold, iodopsin is destroyed under the same conditions. 

As in the case of rhodopsin it proved possible to diy iodopsin in vacuo at 0® 
and to redissolve it largely without destruction by grinding with sand in 2 per 
cent digitalin. 

Both iodopsin and rhodopsin could be extracted from retinas hardened by 
soaking in 25 per cent saturated lead acetate followed by rinsing with Itingei*s 
solution. No iodopsin could be e.xtracted when fully saturated lead acetate 
was used. 

(б) Purijicaliofi . — ^The purification of iodopsin W’as attempted with a view 
to determining its absorption spectrum. Baby chickens were decapitated, 
and the eyes removed. Crude digitalin extracts were prepared by slicing 
12 to 24 eyes in half with a razor blade in dim red light, scooping out the ret- 
inas and adhering pigment layer into 2 per cent digitalin, extracting for 8 
hours, and centrifuging clear. Such extracts contained large amounts of 
inert yellow impurities These could be partly elimmated by soaking the 
half eyes in frog Ringer's solution for hours to split off the black pigment 
layer. Mammalian Rmger's did not have this action. Soaking was followed 
by hardening in pH 4.9 acetate buffer for one-half hour. The retinas were 
then extracted 2 to 8 hours in 1.5 ml. of 2 per cent digitalin. 

The ratio of iodopsin to rhodopsin was changed from ^ to about 6 if the 
Ringer-soaked retinas were extracted to 2 hours with 4 per cent Merck's 
“pure” saponin in H saturated magnesium sulfate, followed by filtration to^ 
separate the retinal residue. The yield of iodopsin was then about 50 per cent 
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The light of a 32 c.p. 6 volt storage battery-operated automobile headlight bulb 
is passed through a prism monochromator with a range of 360 to 700 m/r. The, wave- 
length scale is calibrated with mercury and helium spectra and may be read to the 
nearest millimicron. The bilateral slits are adjusted to produce an approximately 
equal sensitivity through the spectrum. Under these conditions the band width 
varies between 5 and 10 m/x. 

The solution to be measured is contained in a 1 cm. corex D cell of 1 cc. volume 
which is mounted on a shuttle in a removable light-tight box. The solution may be 
moved in and out of the beam, permitting measurement of the transmission (hr/lc). 
When the shuttle is pushed to the far end of the box, light is admitted for tests of 
photosensitivity. 

Straj' light, always a source of error %vhcn making density measurements in regions 
of low energy, could be disregarded above 400 mju due to the use of a RCA 926 photo- 



tube with maximum sensitivity in the blue. At present even better response in the 
blue is attained with the use of a 929 tube with maximum sensitivity at 375 m/j. The 
anode lead of this tube is passed through a hole provided by the removal of the center 
post of the tube base, to reduce insulation leakage. The small energy in the ultra- 
violet spectrum of the source necessitates the use of a Coming 597 filter in front of 
the monochromator to cut down stray light of longer wavelengths when measuring 
densities below 400 m/i. 

The photoelectric amplifier used for this investigation consisted of a 1A6 tube in 
Barth’s modification (Penick, 1935) of a DuBridge and Brown balanced circuit. 
However, much greater gain and stability is now achieved with a twin triode 6F8, 
in a bridge circuit. The grid leak consists of a 300 megohm India ink line resistor. 
A box galvanometer with a sensitivity of 30 mm . per jia is used as a null point indicator 
with an 11 turn helical potentiometer giving the transmission (Jtr/Ic) directly. Re- 
sults usually are expressed as photometric density (—log transmission). 
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pected from the Xantusia extract, nevertheless the extract again contained no 
photopigments 

if) Lvibryology—lt was of mterest to mvestigate the stage of development 
at which lodopsm and rhodopsm appear, on the chance that they might be 
separated m this way 

The eyes of 6 chicks were removed at 12, 16, and 18)^ days of mcubation 
at 38~39°C , extracted for 8 hours in IJ^ cc of 2 per cent digitalm, and tested 
for the presence of lodopsm and rhodopsm Both substances were present m 
about equal quantity only m the ISJ^ day extraction It thus is evident that 
visual substances are first formed on the 17th day of incubation 

V The Effectiveness of the Spectrum tn Bleaching lodopsm 

While a pure solution of lodopsm has not yet been obtamed, a bleaching 
spectrum can be arrived at even with an impure solution because it is possible 
to correct for the effect of the imptinties We have seen that the bleacfamg 
effectiveness spectrum of rhodopsm resembles closely its absorption spectrum 
In view of the sumlarities m the properties of lodopsm and rhodopsm this 
identity probably also holds for lodopsm The relative bleachmg effectiveness 
of hght of various colors and known energy was therefore detennmed for 
dilute, 6 to 8 hour extracts of lodopsm prepared from acetate^hardened retinas 
as already described m the section on purification 

(а) Apparatus — 

Spectral bands were isolated with Coming and Wratten filler combinations The 
bleaching hght source for points above 450 mp was a 100 watt projection bulb run 
on a 110 volt A c voltage stabilizer and placed 6 inches from the 1 cm corex D cell 
The color temperature of this hght was determined by an Eastman meter to be 2800*K 
All filter combinations used with this source included a Bausch and Lombheat ab 
sorbmg filter 

The bleachmg source for pomts below 450 m/t was a G E mercury arc lamp, type 
S4, run on 110 volts A c The mercury arc lines were isolated by Coming filters m 
combinations recommended by the manufacturers A 1 an la> er of 5 per cent copper 
chloride solution was placed m the beam to remove the mfrared spectrum of the 
mercury arc The energy value of each line was determined with an 8 junction Hard> 
thermopile and a Leeds and Northrup HS galvanometer giving a sensitivity of 0 5 
MV /mm Deflections ranging from 2 4 to 25 0 mm w ere obtained 

(б) Calculation of rtUer Energy rraiwiwisstoji — 

The transmission ratio (£«,/£.) spectrum of each filter set in the projection bulb 
senes was measured on Shlaer’s spectrophotometer The energy transmission (LEtr) 
of each filter set is equal to the value of the area under the curve of Etr plotted against 
wavelength hEit is arrived at b> the multiplication of the filter transmission ratio 
(£<r/£,) at each wavelength by the corresponding value of the cncrg> distribution 
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(/in) in the spectrum of n black bod3' (Skoglanci, 1929) at the color temperature 
(2800°K) of tlie bleaching source. The Jiir curves arc shown in Fig. 4. 

The center of gravity of the area (SEir) under each of these curves was determined 
physically after the curr’os were cut out of cardboard; the wavelength of this point 
was used as the apj^roximalc equivalent wavelength of the spectral band transmitted 
by the filter combination. After the bleaching spectrum was obtained each energy 
cun’C was multiplied bj’’ the bleaching spectrum to obtain a center of gravity closer 
to the effective wavelength. This correction amounted to a few millimicrons at most 
in regions where the slope of the bleaching spectrum was steep. It expresses the fact 
that the most effective part of the filter band is that transmitting the greatest amount 
of energy absorbed by the photopigment. 



/ / y ■ 

^OO soo 600 700 




Fig. 4. Energy distribution of filter combinations given in Table 2. Ordinates of 
curves for filters with central w'avelengths of 636, 612, 585, and 450 m/x are half the 
scale of the other cun'es. 


Since the absorption of the solution itself contributes to the total filtering, the 
transmission at the wavelength of bleaching was measured at the end of each bleaching 
run. After correction for the absorption of the cell and water the value of the trans- 
mission at the center of the cell was computed and multiplied by the tran- 
mission of the filter set to obtain the total effective energy. Except at 365 and 400 mg 
the absorption of the cell and w'ater could be ignored, since it changed less than 2 
per cent about 400 m^t. Because the energies in the two series of wavelengths w^ere 
determined independently the bleaching rates could not be directly compared. This 
relation was achieved by use of the fact that the rate at about 546 mjji could be meas- 
ured both in the mercury arc and the projection bulb series. The ratio for the rates 
found for the two sources at this w'avelength w'as then used as a factor to scale the 
mercury arc to the projection bulb series. 

(c) Kinetics of Bleaching , — ^The bleaching course w^as followed at 615 mp 
since the rnavimn m absorption fall due to simultaneously bleaching rhodopsin 
was only about 4 per cent of that due to iodopsin. A rough correction of the 
bleaching spectrum of iodopsin betw'een 470 and 530 m/t was made for this 
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small effect in terms of the fact that rhodopsin ^\as found to bleach about 
times as fast as iodopsin in green light with a dominant wavelength of 530 mfi. 

Bleaching was found to be first order as in the case of rhodopsin (Hecht, 
1920; Dartnali, Goodeve, and Lythgoe, 1936). This agrees with ejq^ctation 
for a photochemical reaction limited by light intensity. The integrated form 
of the first order equation assumes the followmg form in this case: 

, log« — log* 

R = , 

i ’ 

where k is the bleaching factor, proportional to rate, a is the original con- 
centration of iodopsin, and x is the concentration of iodopsin at time t. E'«- 
pressed in terms of photometric density this becomes: 

i ^ log - DJ - log (A - -P,, ) 

/ 

where Do is the density before bleaching, Dt is the density after bleaching for 
time t, and is the density after complete bleaching. 

In the later stages of bleaching deviations from straightness usually ap- 
peared probably because of regeneration of iodopsin, which often reached 10 
per cent of the original concentration. The regeneration was evident as a 
decrease in transmission on successive readings of the density. It gradually 
declined to zero in the course of several successive bleaches, each of sufficient 
intensity to cause full bleaching in about a minute. The methods found 
successful in stopping the regeneration of rhodopsin (addition of pH 11 buffer 
and extraction with sodium deso^grcholate) could not be used because they 
resulted in the destruction of iodopsin. A number of typical bleaching curves 
are sho^vn in Fig, 5. 

The effect of temperature on the bleaching of iodopsin must be considered. 
Hecht (1921) showed that the bleaching of rhodopsin, like other photochem- 
ical processes, was independent of temperature betv een 5 and 35‘’C. Although 
it would be surprising to find iodopsin acting differently in this regard, the rate 
of bleaching of iodopsin in green light of 546 m;* as measured not only at room 
temperature as usual, but also in one run at 5®, The rates differed by less than 
10 per cent — ^well within the scatter of successive measurements of the bleach- 
ing rate under identical conditions. 

In order to speed the measurement of the bleacliing efficiency the slope of 
the straight line passing through the points of original and about half-con- 
centration on the logarithmic bleaching cur\’e was taken as the bleaching rate. 
This determination entailed the following measurements: density before 
bleachmg, at the time of about half-bleaching, and at complete bleaching. At 
the end of the experiment another density reading ^\as made at the n*ave- 
length of bleaching to obtain the self-filtering transmission of the solution. 
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(ISp) in the spectrum of a black body (Skogland, 1929) at the color temperature 
(2800'’K) of the bleaching source. The Ei, curves are shown in Fig, 4, 

TJic center of gravity of the area under each of tliese curves was determined 
physically after the cur\'es were cut out of cardboard; the wavelength of this point 
was used as the approximate equivalent wavelength of the spectral band transmitted 
by the filter combination. After the bleaching spectrum was obtained each energy 
curve was multiplied by the bleaching spectrum to obtain a center of gravity closer 
to the effective wavelength. This correction amounted to a few millimicrons at most 
in regions where the slope of tlie bleaching spectrum was steep. It expresses the fact 
that the most effective part of the filter band is that transmitting the greatest amount 
of energy absorbed by the photopigment. 



Fig. 4. Energy distribution of filter combinations given in Table 2. Ordinates of 
curves for filters with central wavelengths of 636, 612, 585, and 450 mg are half the 
scale of the other curves. 

Since the absorption of the solution itself contributes to the total filtering, the 
transmission at the wavelength of bleaching was measured at the end of each bleaching 
run. After correction for the absorption of the cell and water the value of the trans- 
mission at the center of the cell was computed and multiplied by the tran- 
mission of the filter set to obtain the total effective energy. Except at 365 and 400 mg 
the absorption of the cell and water could be ignored, since it changed less than 2 
per cent about 400 mg. Because the energies in the two series of wavelengths were 
determined independently the bleaching rates could not be directly compared. This 
relation was achieved by use of the fact that the rate at about 546 mg could be meas- 
ured both in the mercury arc and the projection bulb series. The ratio for the rates 
found for the two sources at this wavelength was then used as a factor to scale the 
mercury arc to the projection bulb series. 

(c) Kinetics of Bleaching . — The bleaching course was followed at 615 mg 
since the maximum absorption fall due to simultaneously bleaching rhodopsin 
was only about 4 per cent of that due to iodopsin. A rough correction of the 
bleaching spectrum of iodopsin between 470 and 530 mg was made for this 
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small efifect in terms of the fact that rhodopsin was found to bleach about 
times as fast as iodopsin in green light with a dominant wavelength of 530 mp. 

Bleaching w'as found to be first order as in the case of rhodopsin (Hecht, 
1920; Dartnall, Goodeve, and Lythgoe, 1936). This agrees with e.xpectation 
for a photochemical reaction limited by light intensity. The integrated form 
of the first order equation assumes the following form in this case: 

f. _ log ~ log ^ 

“ t ’ 

where k is the bleaching factor, proportional to rate, a is the original con- 
centration of iodopsin, and x is the concentration of iodopsin at time /. Ex- 
pressed in terms of photometric density this becomes: 

f, = log (Do — -Pcq) — log — -Pa t) 

/ 

where Dc is the density before bleaching, D< is the density after bleaching for 
time and D» is the density after complete bleaching. 

In the later stages of bleaching deviations from straightness usually ap- 
peared probably because of regeneration of iodopsin, which often reached 10 
per cent of the original concentration. The regeneration was evident as a 
decrease in transmission on successive readings of the density. It gradually 
declined to zero in the course of several successive bleaches, each of sufficient 
intensity to cause full bleaching in about a minute. The methods found 
successful in stopping the regeneration of rhodopsin (addition of pH 11 buffer 
and extraction with sodium desojycholate) could not be used because they 
resulted in the destruction of iodopsin. A number of typical bleaching curves 
are shown in Fig, 5, 

The effect of temperature on the bleaching of iodopsm must be considered. 
Hecht (1921) showed that the bleaching of rhodopsm, like other photochem- 
ical processes, was independent of temperature between 5 and 35°C. Although 
it would be surprising to find iodopsm acting differently in this regard, the rate 
of bleaching of iodopsin in green light of 546 mp was measured not only at room 
temperature as usual, but also in one run at 5®. The rates differed by less than 
10 per cent — well within the scatter of successive measurements of the bleach- 
ing rate under identical conditions. 

In order to speed the measurement of the bleaching efficiency the slope of 
the straight line passing through the points of original and about half-con- 
centration on the logarithmic bleaching curve was taken as the bleaching rate. 
This determination entailed the following measurements: density before 
bleaching, at the time of about half-bleaching, and at complete bleaching. At 
the end of the experiment another density reading was made at the wave- 
length of bleaching to obtain the self-filtering transmission of the solution. 
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The density after bleaching was obtained as rapidly as possible to minimize 
the amount of regeneration during the readings. After the reading was 
roughly set the solution was again bleached in order to remove the iodopsin 
and rhodopsin forming during the preliminary reading, 

(d) Light Intensity and Rate of Bleaching . — ^Before making the final calcu- 
lation of bleaching effectiveness one further fact must be established — the 
linearity of the relation between rate of bleaching and incident energy. The 
nature of this relation was tested with the aid of the inverse square law. 



Fig. 5. Kinetics of bleaching of iodopsin with four parts of the spectrum. The 
density of the solution is measured at 615 m/i. 


A 32 c.p. 6 volt automobile headlight, run at 5 volts A.c. was placed suc- 
cessively at 14.14 and 100 cm, from the center of the cell and the rate of bleach- 
ing at the two distances compared. Under these conditions the half-times of 
bleaching fell within the range used for spectral bleaching; i.e., minute to 
yi hour. 

A 2 per cent digitalin extract was prepared containing about 0.007 density 
per cm. of iodopsin at 615 mp. Samples of tliis extract were bleached about 
50 per cent in times inversely proportional to the energy of the incident light. 
The bleaching effectiveness of the two energies was calculated from the fol- 
lowing equation: 


Bleaching effectiveness = 


Jog {Do - DJ - log (A - DJ 
(I) (energy) (wavelength) 
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The values actually obtained at the two relative energies are given in Table I. 
They show that the bleaching effectiveness is independent of the energy used 

TABLE I 


Light InUnsity a}td Exposure in Bleaching of lodopsin 





Bleachms eSccliveness 



1 

2 

1 Average 

0 5 

mtn 

25.0 

0.0194 

0.0179 

1 0.0187 

25.0 

o.s 

0 0187 

0.0187 

! 0.0187 


TABLE n 

Rdatite EJfeetinness of Spectrum in Bleaching IdSopsin Projeclion Bulb Series 
In filter combinations a number corresponds to a Coming glass of standard thickness 
unless followed by (i S) which means half the standard thickness A number preceded by 
(W) represents a Wratten filter from Eastman Kodak. A Bausch and Lomb heat-absorbing 
glass IS designated by H.A. 


Filter combioAttoas . 

2113(1 S) 
1389 

HA 

3113(1 S) 
338T(| S) 
HA 

{\V)75 

9780 

HA 

3385 

3387 

5039 

UA 

mu 

4303(1 S) 
3780 

HA 

3484 

4303 

5120 

HA 

4303 

3482 

HA 

3480 

4407 

HA 

3424 

4780 

HA 

3408 

97M(1 S) 

Ceairal wave Uagth. 

nii 



m 

SU 

S31 

5&0 

UA 

S8S 

m 

636 

ReUtive energy 

uto 

372 

405 

1060 

415 

435 

380 

2694 

1130 

1300 


mm 

23 

44 

58 

79 

91 

99 

63 

41 

IS 


16 

22 

43 

57 

79 

90 

96 

63 

57 

14 


16 

22 

42 

56 

77 


89 


36 

14 


15 

22 

40 

52 

73 

90 

85 

59 

33 

14 



21 

39 

50 

68 5 

88 

&1 

59 

33 


Bleaching effec- 



38 

so 


87 

83 

58 

33 


tiveuess 






86 5 


57 









85 


55 









M.5 


55 









80 











80 











79 











78 





A% crage effective- 
ness 

17 

22 

41 

54 

75 

SS 

SS 

59 

36 

14 

Quantum effective- 
ness 

21 

25 

46 

58 

77 

85 

87 

56 

32 

12 


for bleaching. The above equation can therefore be used to calculate the 
bleaching effectiveness of the spectrum if the energy at each wavelength is 
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TABLE III 



^OO 600 

Wa\/elength m/Ji 


Fig. 6. Relation betn-een spectrum luminosity and spectral sensitivity of iodopsin. 
Heavy b'ne, spectral photosensitivity of iodopsin. Light line, spectral sensitivity 
of human cone vision according to Gibson and Tyndall (1923). Dotted line, accord- 
ing to Stiles (1944). 

known. Introduction of the (wave length) term in this equation gives us the 
bleaching effectiveness in terms of quanta and thus makes possible a direct 
prediction of the corresponding absorption spectrum of iodopsin. 
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(e) The Efeclinims Spectrum of lodopsin and the Photopic Visibility Curve.— 
The bleaching effectiveness of the spectrum was computed from the above 
equation. Because of the variations due to the cumulative effect of the sepa- 

TABLE IV 

Photopit Visibility Spectrum 


Corrected for ocular and macular transmission and for quantum effect- 


1 

Wave 

lengUi 

2 

Gibson and 
'IVndall 
luffiioosity 

3-2/1 

Quantum 

luminosity 

4 

Ocular 

trans* 

oussion 

5-3/4 

KeUnal 

lununosity 

6 

Transmission 
o{ Macua 

7- s/s 
Cone 

luminosity 

400 

o.s* 

0.12S 

0.086 

1.45 

0.703 

2.07 

10 

1.2* 

0.293 

0.106 

2.76 

0.703 

3.93 

20 


0.524 

0.160 

3.27 

0.703 

4.66 

30 


0.767 

0.248 

3.09 

0.703 

4.40 


B 9 

0.977 

0.318 

3.07 

0.703 

4.37 



1.13 

0.388 

2.92 

0.705 

4.14 


6.9 

1.50 

0.426 

3. 52 

0.710 

4.96 

70 

10.3 

2.19 

0.438 

5.00 

0.718 

6.97 

80 

14.3 

2.98 

0.458 

6.50 

0.733 

8.87 

90 

19.6 

4.00 

0.4S1 

8.31 

0.751 

11.07 

500 

31.8 

6.36 

0.495 

12.85 

0.781 

16.45 

10 

52.3 

10.25 

0.511 

20.07 

0.834 

24.06 

20 

73.2 

14.08 

0.525 

26.81 

0.890 

30.13 

30 

87 8 

16.57 

0.542 

30.56 

0.924 

33.0S 

40 

96,4 

17,85 

0.552 

31.94 

0.949 

33.65 

50 

99,8 

18.14 

0.567 

32.00 

0.966 

33.13 

60 

99.1 

17.70 

0.572 

36 94 

0.979 

31.60 

70 

94.7 

16.61 

0.583 

28.50 

0.990 

28.78 

80 

86.3 

14.88 

0.594 

25.05 

0.995 

25.17 

90 

75.4 

12.78 

0.602 

21.23 

1.000 

21.23 

600 

63.4 

10.57 

0.610 

17.32 

1.000 

17,32 

10 

51.1 

8.38 

0.621 

13 49 

1.000 

13.49 

20 

38.9 

6.27 

0.631 

9.94 

1.000 

9.94 

30 

27.9 

4.43 

0.640 

6.92 

1.000 

6.92 

40 

18.4 

2.87 

0.649 

4.43 

1.000 

4.43 

50 

11.3 

1.74 

0.658 

2.64 

1.000 

2.64 

60 

6.4 

0.970 

0.664 

1.46 

1. 000 

1.46 

70 

3.5 

0.522 

0.677 

0.771 

1.000 

0.771 

80 

1.8 

0.265 

0.690 

0.384 

1.000 

0.384 

90 

0.9 

0.130 

0.696 

0.187 

1.000 

0.187 

700 

0.4 

0.057 

0.705 

0.081 

1.000 

0.081 


* Extrapolated. 


rate measurements involved in each determination of a bleaching effectiveness, 
values were obtamed from se\'eral samples at each wavelength. The in- 
dividual determinations are given in Table II and Table III, and the averages 
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was next investigated, using the Kiittner-Lichtenstein (1930) colorimetric 
method, entailing the reduction by SnCh of phosphomolybdic acid to blue 
motybdic oxides. A Bausch and Lomb Duboscq type microcolorimeter with a 
red filter was used, permitting the measurement of 0.0002 mg. P from a I cc. 
sample with a variabilitj’^ of less than 5 per cent. 

Retinas from two dark-adapted frogs were prepared in dim red light and a 
pair placed in each of two 1 cc. portions of P-free Ringer’s solution which was 
changed 5 to 10 times in an hour to remove free phosphates. The solutions 
were then changed and their phosphate content determined at 30 minute in- 
teiv^als. One set of retinas remained in the dark throughout the experiment; 
the other remained in the dark for 30 minutes, after which it was illuminated 
by diffuse daylight for 30 minutes, and then replaced in the dark. 

TABLE V 

Pitas phonts Release in Retina 


Data arc given as ratio of c.rpcrimcntal to control retinas. 


Retina from frogs 

30 min. dark 

30 min. light 

30 min. dark 

2 pipiens 

0.9 

1.1 

1.0 

2 “ 

1.9 

1.5 

1.1 

2 " 

1.3 

1.1 

1.1 

4 '< 

1.4 

1.1 

1.0 

4 “ 

1.4 

1.3 

1.3 

1 bullfrog 

O.S 

0.7 

1.2 

2 “ 

0.7 

0.7 

1.0 

1 “ 

O.S 

0.9 

0.8 

1 “ 

1.0 

1.3 

1.0 

1 “ 

0.8 

1.1 

1.1 

Average 

1.1 

1 

1.1 

1.1 


The P content of such solutions ranged from 0.0002 to 0.0004 mg. In order 
to minimize the effects of individual variation and deterioration, the phosphate 
was e.xpressed as ratio of phosphate produced by the illuminated retina to that 
of the control. Since individual differences in the ratios are large, the data of 
10 e.xperiments are presented in Table V. It is apparent that the present 
results agree with those of Wald, who has also been unable to confirm Lange 
and Simon’s work. Wald (personal communication) says that his investigation 
of tlie balance of organic and inorganic phosphate fractions in the frog retina 
demonstrates no definite light effect. Lange and Simon give no details of 
their nephelometric method, so one is at a loss to discover the reason for their 
results. 

The concept of light-induced phosphoric acid production has been accepted 
and extended by von Studnitz and his coworkers. Their measurements. 










PHOTOLYTIC LIPIDS FROM VISUAL PIGMENTS* 

By ALFRED FREDERICK BLISS 

(From the Departmeni of Physiology and Pharmacology, Albany Medical College, 
Albany) 

(Received for publication, February 7, 1946) 

Kiihne reported in 1878 that visual purple, the light-sensitive protein of the 
vertebrate retinal rods, bleached in the light with the formation of a pigment 
which he named “visual yellow,^ Wald (1935) showed that the yellow pig- 
ment of bleached frog retinas could be extracted into chloroform and pos- 
sessed a maximum spectral absorption at about 385 m/i. When treated with 
the Carr-Price reagent for carotenoids, SbCh, a blue color due to an absorp- 
tion band at 664 mp appeared. Wald has named this previously unknown 
carotenoid "retinene.” Hunter and Hawkins (1944) and Morton and Good- 
win (1944) have shown that the oxidation of vitamin A leads to a similar 
chromogen, and the latter authors therefore suggest that retinene is vitamin 
A aldehyde. 

Comparable advances have not been made in the study of daylight vision, 
the chemistry of which may be regarded as originating in 1937 when Wald 
reported the existence of a red-sensitive pigment, iodopsin, in the cone-rich 
retinas of chickens. Its difference absorption spectrum shows a maximum at 
about 570 mp in digitonin solution, near the maximum sensitivity of the light- 
adapted chicken. This suggests that iodopsin is the basic light-sensitive 
substance of daylight vision. 

The view that rhodopsin (visual purple) is a carotenoid-protein receives sup- 
port from the decreased sensitivity of the eye to dim light in cases of vitamin 
A deficiency. Since the thresholds of both night and color vision are raised 
in experimental vitamin A deficien<ty (Hecht and Mandelbaum, 1938) it is of 
interest to determine whether iodopsin likewise releases retinene on e.Tposurc 
to light. 

Preparation of Retinas 

Iodopsin possesses to an even greater degree the protein-like lability of rhodopsin 
(Bliss, 1946). It was therefore helpful to find that iodopsin could be prcserv'cd in- 
definitely by freeze-drying a mass of retinas in a vacuum desiccator. This consisted 
of a two-section bent 1 inch diameter glass tube, one end of which contained a thin 
layer of retinas, while the other end was immersed in a dry ice freezing bath and thus 
acted as a condenser. Alcohol at dry ice temperature was poured over the vaporizer 

* Aided by grants from the IMnthrop Fund of the Albany Medical College and the 
Penrose Fund of the American Philosophic^ Scxacty. 
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was far too high. In particular there appeared to be a hump about 470 mji, 
a region where previously published spectra of retinene show practically no 
absorption. The trend of succesdve curves was strongly indicative of a labile 
substance with a maximum density about 470 m/i. 



Fig. 1. Spectra of lipids from chick retinas, dissolved in 1.5 ml. of chloroform and 
measured in a 1 cm. cell. The curves are drawn through the average of duplicate 
experiments. Upper curve, effect of white light. Lower curve, effect of red light. 

Lipids from Frog Rtlinas 

In order to determine whether these anomalies represented a species differ- 
ence or were due to the methods used, Rana pipkns powder was prepared and 
used in the same manner as the chick powder. It was found that 2 per cent 
alcoholic petroleum ethet released retmene even in the dark. On reducing the 
alcohol to \ per cent retinene was released only by bleaching by light and 
showed even more strikingly the peculiar lability mentioned above. The 
results of this experiment are shown in Fig. 2. The extrapolated curve for 
zero time of solution in chloroform is strikingly suggestive of the “transient 
orange” stage of rhodopsin solutions bleached in the cold (Lythgoc and Quil- 
liam, 1938) and the “second dark component” noted by Wald (1938) in rapid, 
automatically recorded spectra obtained after bleaching at room temperature. 

The height of the absorption spectra in the vicinity of 470 m^ varied widely, 


raOTOLYTIC LIPIDS FROM VISUAL PIGMENTS 

witli Fig. 2 presenting in one experiment tlic different types of retinene spectra 
found in the course of many extractions. The usual spectra of frog retinene 
resembled those of cliick retinene, as shown in Fig. 1. In all cases the curves 
passed through the sequence of Fig. 2, ending with the relatively stable spec- 
trum of t 3 qiical retinene. 
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Fig. 2. Spectra of lipids from 14 frog retinas, dissolved in 1.5 ml. of chloroforni 
and measured in a 1 cm. cell. The cur\TS arc drawn through c.xpcrimcntal points at 
20 m/I intervals at the following times: 0 minutes in cliloroform-e.xtrapolation, indi- 
cated by heavy line; 2 to 14 minutes; 15 to 28 minutes; 52 to 65 minutes; 192 to 207 
minutes. Chloroform was added prior to the third and last scries to replace loss 
due to evaporation. All cui^'cs were determined in order of increasing wavelength. 

Because of tlie lability of the long wavelength component of the spectra, 
an attempt was made to minimize its breakdown by decreasing the temperature 
and time of bleaching and extraction. However, 10 minute extractions at 
5°C., with a bleaching time of 1 minute did not differ significantly from 30 
minute extractions at 27°C., with bleaching for 10 minutes. 

DISCUSSION 

It has become increasingly clear tliat tlie bleaching of rhodopsin is a complex 
chain of “light” and “dark” reactions. Some of tlie reactants m tliis cliain 
have already been identified by Wald and incorporated into his well known 
cycle involving rhodopsin, retinene, and vitamin A. This cycle is certainly 
incomplete since it does not include Lytligoe’s transient orange and indicator 
yellow. 
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Krause (1946) describes a complex Upid, provisual red, which he considers , 
equivalent to transient orange. t*rovisual red shows absorption peaks at 
330 and 440 mp in absolute alcohol. 

Indicator yellow is differentiated by Krause (1941) from visual yellow, which 
he believes to correspond to retinene, and which does not show the pH de- 
pendence of indicator yellow (Chase, 1936; Lythgoe, 1937). The lability 
of the retinene spectra found in the present experiments may well be due to 
the involvement of these poorly understood intermediates. 

In any case the similarity of the bleachmg products of both rhodopsin and 
iodopsin, extending even to their coinpJer hWity, testiSes to the paraUellsm 
of rod and cone processes emphasized by Hecht (1937). 

SUMUABY 

A method is described for the preservation of iodopsin, the labile photopig- 
ment of daylight vision, by freeze drying in vacuo. 

The lipids released by the action of light on rhodopsin and iodopsin are 
found to be similar and to possess a labile absorption spectrum in chloroform, 
with a rising peak at about 390 mp and a declining peak in the region of 470 
mp. After the change is complete the absorption spectrum resembles closely 
that of retinene. 

1 am grateful for the encouragement of Professor Sclig Hecht, in whose laboratory 
the exploratory experiments of this study were performed. 
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POTASSIUM ACCUMULATION IN THE PROXIMAL CONVOLUTED 
TUBULES OF THE FROG’S KIDNEY 


By E. J. CONWAY, 0. FTTZGERALU and T. C. MACDOUGALD 
(Frofft the Vepariment of Biochemistry ^ University College, and the Physiological 
Laboratory, Trinity College, Dublin, Eire) 

(Received for publication, February 28, 1946) 

When the isolated Hdney of the frog is soaked in solutions of varying ionic 
content, some ions are accumulated and others are lost by the tissue. It has 
been shown earlier (1) that similar changes occ\ir with isolated muscle, the 
equilibrium conditions reached conforming with the predictions based on the 
assumption that the fibres are permeable to small anions and to potassium, but 
not to sodium. Such a permeability has been referred to as the standard 
permeability for ions (2) and applies to a wide variety of cells, though many 
exceptions may be instanced, in particular the special cells of the uriniferous 
tubules, or of the gills of fishes, which actively absorb or excrete Na ions. 

In this connection impermeability of a cell to Na ions may be interpreted 
either as a complete blockage or a very slow entrance, the latter associated with 
a similar very slow exit requiring some energy expenditure. From considera- 
tions of the available energy and the entrance rate of KCI into the frog's 
sartorius (1, 3) an associated entrance of NaCl would appear to be feasible only 
at about one-hundredth to one-thousandth of the rate of KCl entrance, and 
it may not occur appreciably fast when compared with the life of the fibres. 
Throughout some hours at room temperature or 24 hours in the cold imperme- 
ability to Na ions apart from whatever views we may entertain as to Na ex- 
trusion may be interpreted for frog muscle as a real or potential blockage. 

It is of interest to note that the entrance of small anions, such as chloride, 
along with potassium has been shown by Wilde (4) for the muscle of live rats, 
and although he obtained a product of the K and Cl concentrations outside 
the fibre which was only SO to 60 per cent of the product within, yet if his figures 
be corrected for the fact that inulin (used to measure the interspaces) does not 
enter the red corpuscles in the capillaries whereas chloride does, the products 
approach each oUier. In other words the Donnan relation is at least approx- 
imately obeyed. 

As shown here for the isolated kidney the greater fraction of the cells behave 
in a manner similar to muscle fibres, and can accumulate potassium against 
a gradient, but other cells act differently and actively extrude sodium and 
chloride when the kidney tissue is immersed in Ringer’s solution. This loss 
of sodium and chloride is accompanied by a diminution of volume of the cells 
concerned. Such decrease in volume and loss of sodium are prevented by cy- 
anide. 
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In order to understand the equilibrium between the K-accumulating cells 
of the kidney— appearing to act in this way like muscle—and the Ringer 
solution, it is necessary to measure {a) the proportion of the kidney tissue which 
is intercellular space, (6) the region that is freely permeable to Na in a steady 
state after soaking in Ringer fluid. Of the two it will appear that this latter 
is the more important “space” determination in studying the K accumulation 
in the normal tissue as the difference of the water therein from the whole tissue 
water measures the volume of fluid in the K cells. 

The two regions of the nephron are identified as the proximal and distal 
tubules. The cells of the proximal tubules are shown to have an ion perme- 
ability ver}' similar to that of the sartorius muscle, being impermeable to Na 
but letting tlirough K and Cl. The cells of the distal tubule are permeable 
both to Na and the smaller K ion (to the latter at least from the blood side) 
and because of this K cannot be appreciably accumulated therein. The 
water of such cells can be regarded as so much free interspace with concentra- 
tions the same as the external solution, when calculating concentrations in the 
proximal tubules. (If in fact the Na and K concentrations in the water of the 
distal tubule tissue are not quite the same as outside, the size of such tissue 
in the kidney after immersion is relatively so small that little error arises here 
from assuming that they arc so.) 

With such a preliminary statement of similarities and differences between 
muscle and renal tissue regarding K and Na ions, the authors would like to 
state tliat a previous reading of tlie paper on K accumulation in muscle (2) 
would appear advisable for an easy understanding of the theoretical section. 


M elhods 

Kidneys from Rana (emporaria were used throughout and treated as described 
for the sartorius muscle (2). Most of the experiments carried out refer to 
soakings in the cold (2-3°C.) in the modified Ringer solutions, and over a 
period of 24 hours. Others were carried out at room temperature, the kidneys 
being stirred by bubbling with a gas mixture for periods up to 3 hours. 


Immersion Fluids 


Ringer-Barkan Fluid . — For the long period immersions in the cold, the solution 
contained in small conical flasks (50 ml. volume each with 4 to S kidneys) was first 
prepared by bubbling the gas mixture (3 per cent CO3 and 97 per cent O2) through for 
30 minutes, and transferring the well stoppered flasks to the refrigerator for 1 hour. 
The kidneys were then quickly immersed and the stoppered flasks replaced in the 


refrigerator. 

The Barkan modification of the Ringer fluid (5) was chosen for reasons previously 


given (2) and it had the following standard composition: 
NaHCOa 

Na2HP04 

NaH2P04 


11.9 mM per litre 
0.67 “ “ “ 
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30? 


CaClj 1.8 EQM per litre 

Glucose 3.9 « « « 


a pH of 7.3 being reached by bubbling with the gas mixture (3 per cent COj, 97 per 
cent O 2 ). (The symbol mu is used throughout for milliraols.) 

To this was added the different NaCl and KCl quantities as required. 

PlasmaSorU Solulton . — ^Another fluid occasionally used simulated closely the in- 
organic composition of frog plasma. It is described in a previous communication (2). 

Htmglo'bin’Rins^er Fluid . — ^The hemoglobin was prepared by dialysing heparinized 
rabbit blood, previously diluted 1 in 4, for several hours until practically free of the 
Cl ion and then making up with NaCl (to 0,65 per cent strength) and the usual Ringer 
ingredients (but without bicarbonate). KCl was also incorporated to the extent of 
30 m.eq. per litre to prevent K losses and maintain the cell membranes in an appar- 
ently better condition, as to permeability, than without such addition. 

Inulin-Ringer Fluid , — ^This was similar to the previous fluid but contained 1.5 per 
cent inulin instead of hemoglobin. 

Analyses . — 

Sodium and potassium were determined as previously described (1). 

Chloride was determined by a microdiffusion method (6, 7). 

Hemoglobin. Single kidneys were immersed— over 24 hours in the cold— in rather 
wide stoppered tubes containing a few milliliters of hemoglobin-Ringer fluid, then 
removed, surfaces quickly dried and transferred to 1 ml. hemoglobin-free Ringer solu- 
tion in similar tubes for another 24 hours; after which 0.8 ml. was pipetted off into 
small centrifuge tubes, 0.2 ml. strong alk^ added, mixed, and the contents warmed 
for about 5 minutes in the water bath, centrifuged, and the clear fluid examined spec- 
trophotometrically. The original hemoglobin-Ringer fluid diluted 1/100 was used 
as a standard, and the blank values determined by immersion of the companion tissues 
in a similar way, hemoglobin being omitted. 

Inulin. For experiments with single kidneys, immersions and diffusions were 
carried out as for the hemoglobin, 1.5 ml. of a 1.3 per cent NajS 04 solution being used 
for the second 24 hours’ soaking. For the inulin analyses, duplicate 0.5 ml. samples 
were used. These were transferred to the outer chambers of Conw’ay units. Into 
the inner chamber of each unit was pipetted 1.3 ml. of N/50 Ba(OH)s containing 5 per 
cent of B.D.H. universal indicator and the lid (with fixative) placed in position. 
Into the outer chamber was then run 2 ml. of an oxidation mixture consisting of 40 
per cent HjS 04 saturated with permanganate. (This mixture had been left e.Tposcd 
for some hours in a large beaker to allow the escape of CO 2 from traces of carbonate 
as impurity in the permanganate, and the mixture was made up in this way each day.) 
After 2 hours in unit, 1 ml. of the Ba(OH )2 solution was removed from the central 
chamber into a small tube and titrated to a green a>lour with N/25 HCl from a Conway 
burette (7). 


RESULTS 

7. Experiments to IrivesUgate the Volume of the Intercellular Spaces in the Isolated 
I and Immersed Kidney 

(fl) The Hemoglobin Ratio . — ^This was investigated for thirty-five single 
kidneys soaked over 24 hours in the cold in the hemoglobin-Ringer fluid, the 
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hemoglobin diffused into tlie kidney being re-diffused out into Ringer fluid 
over another 24 hours. The mean value of the ratio:— 

Hemoglobin per kg. original weight 
Hemoglobin per kg. external fluid 

was 0.175 ± 0.004 (giving standard deviation of mean). For similar ex- 
periments with n/ 2S0 cyanide in the hemoglobin-Ringer solution the mean 
for twenty-one kidneys was 0.174 ± 0.005. 

TABLE I 

Mean Ratio for the Immersed Kidneys 


gm. per kilo original w eigh t' 
gra. per kilo external fluid 




Active tissues 


Inactive tissues 



Ratios 

Weights 

aftcr/bcforc 

Ratios 

Weights 

after/before 

Hemo- 

globin 

Single kidneys 
in the cold 




0.97 

Inulin 

a n 


B 


1.05 

Inulin 

Sets of 4 kid- 
neys, room 
temperature 


1 


0.96 

Na 

<( H 

1 

0.26 ±0.014(26) 

0.82 

0.55 ± 0.023 (26) 

1 . 10 (for ex- 
ternal K 
values less 
than 100 
mM per 
kg.) 


The ± addition gives the standard deviation of mean. The figures in parentheses give 
the number of experiments. 


Concerning the adequacy of the soaking period of 24 hours, experiments with 
a 48 hour soaking period with subsequent 48 hour diffusion proved rather 
unsatisfactory owing to the development of some turbidity indicating tissue 
breakdown. The following experiment was also performed. Twelve kidneys 
first soaked for 24 hours in tlte cold were transferred to Ringer solution (about 
25 times their volume) at room temperature and stirred gently by a mechanical 
stirrer. After 2 hours the diffusion had come to an end as evidenced by the 
fact that the ratio calculated after 30 minutes’ stirring and examination of a 
sample of the fluid was 0.11 with ratios of 0.167 and 0.168 after 120 and 180 
minutes. It is true that only the 24 hour entrance of hemoglobin in the cold 
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would emerge in these experiments, but the rapidity with which it comes out 
points to the adequacy of the soaWng period, and such conclusions are in turn 
supported by the subsequent inulin investigations. 

(6) The Inulin Ratio. — ^The inuUn ratio was investigated in a similar manner 
to that of hemoglobin with single Iddneys in the cold, but experiments with 
groups of kidneys were also made at room temperature. The mean value of 
the ratio for twenty-eight experiments is 0.23 d: 0.01 (Table I). ^Vith cyanide 
the figure increases slightly but scarcely significantly to 0.27 zfc 0.02. At 
room temperature on the other hand (groups of four kidneys, bubbling for 
2 hours in inulin-Ringer fluid) the mean change is from 0.23 to 0.32. 

(The adequacy of the diffusion rimes was shown in the experiments at room 
temperature. After 60, 90, and 120 minutes the ratios were 0.214, 0.232, and 
0.235, which give the means for three sets of seven groups of four kidneys.) 

If instead of the inulin ratio as given above the relation be expressed as a 
“permeation” previously defined (8) and which may be written 

jQO X E*”- after immersion 

gm. per kg. external fluid 

then the value for inulin in the cold is 32 and 36 at room temperature which 
may be compared with 41 for sections of rabbit kidney at 37®C. With cyanide 
at room temperature the value for the frog’s kidney rises to 41 and for the cy- 
anide-perfused rabbit kidney it was found to be 56. 

II. ExJjeriments to luvcstijale the ProJ>orlion oj the Isolated Kidney Showing 
Free Entrance of'NaCl 

The measurement of this region is essential for determining the K-accurn- 
ulating space, for wherever Na with accompanying Cl or HCOj ions enter 
freely, K cannot be accumulated, in the manner described for muscle (2). 

It will be seen later that for the theoretical treatment it is the most ini- 
portant “space” determination. In volume it may be expected to be at least 
as great as the space indicated by the inulin ratio, and in fact for the isolated 
immersed kidney the Na ratio reaches a value but little different from that tjf 
inulin, but certain peculiarities such as a marked reduction in renal volume on 
immersion associated with similar reduction in the Na ratio require special 
consideration. 

(a) Na and Cl Ratios for the Fresh Kidney with Respect to the Plasma Values.’-- 
The mean Na content of the fresh kidney is 41.2 ri= 0.6 mu'per kilogram 
(seventy-nine analyses of groups of four kidneys, Table II) and the mean Na 
content of plasma as shown in T able 11 is 103.8 mM per kg. This would mean 
a Na ratio of 0.397, or 0.38 with the external concentration referred to plasma 
water. For reasons considered later, 0.39 may be taken as close to the true 
mean value. Similarly the mean Cl content of the kidney is 30.1 tfc 0.8 (twenty 
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analyses) and tliat of the plasma is 74,3, thus giving a ratio of 0.405. The 
Na and Cl ratios for the frog’s kidney with respect to plasma are thus very 

TABLE ir 


Normal Mean Values for Frog Kidney {Rana temporaria) 


Subst.ince 

Kidney 

No. of analyses 

Plasma 

K 

mu/l-g. 1 

60.0 ± 0.6 

41.2 ±0.6 

30.1 ± 0.8 

67 

79 

20 

mulki. 

2.5(F) 

103.8 (F) 

74.3 (F) 

25.4 (F) 

954 gm./kg. (S) 

Na 

Cl 

HCOs 

Water 

816 gm./kg. 

5 



Each kidney analysis was carried out on four kidneys from four frogs. (F) represents 
Fenn’s results (19) for plasma and (S) the figure of Schultz el al. as quoted by Fenn (19). 
The =b values give the standard deviation of the mean. 


TABLE in 


Mean Values for Series of Kidneys Immersed for 24 Hours at 2-MC. in Ringer Solutions uith 
Fixed Na but Different K Concentrations 


External concentrations 

Renal concentrations 

Weights 

a/ter/before 

Dried 

weights 

K 

Cl 

Total 

K 

Na 

Cl 

mu/liire 

msi/titre 

mu/ntrt 

mu/kc. 

mu/ks. 

mu/ks. 


sm./ks. 

6 

82 

192 


21.5 (4) 

26.3 (2) 

0.863 (12) 

160(2) 

12 

88 


57.1 (2) 

20.9 (3) 

— 

0.896 (4) 

— 

18 

94 


62.3 (4) 

19.4 (3) 

35.3 (2) 

0.848 (9) 

164(2) 

30 

106 

240 

71.1 (8) 

22.9 (4) 

38.5 (2) 

0.852 (13) 

163 (2) 

60 

136 

300 


26.5 (2) 

54.8 (2) 

0.831 (8) 

165 (2) 

90 

166 

360 


24.1 (4) 

70.6 (2) 

0.828 (13) 

169 (2) 

IS 

196 

420 

123.4(2) 

25.1 (2) 

88.0 (2) 

0.811 (8) 

157 (2) 


226 

480 


24.1 (4) 

lOS.O (2) 

0.799 (13) 

154 (2) 


256 

540 

167.8 (2) 

31.7 (2) 

122 (2) 

0.812 (8) 

170 (2) 

■ ■ 

286 

600 

184.2 (4) 

39.5 (4) 

143 (2) 

0.815 (11) 

173 (2) 


All concentrations in the kidney are given as mil per kilogram of the weight before immer- 
sion. Bracketed figures give the number of experiments. There was constant Na concen- 
tration of 86 mii/litre in the immersion solutions. Total external diffusible anion is found 
by adding 13 to chloride values. 

similar, and may be compared with those for muscle, namely 0.22 for Na, and 
0.14 for Cl, which show considerable relative difference. 

(5) The Change in the Na Ratio for the Immersed Kidney and the Corresponditig 
Volume Change. — When the kidneys are immersed for 2 hours at room temper- 
ature or for 24 hours in the cold (2-3°C.) the Na ratio falls and also the volume. 
As will appear from the data in Table III, (referred to again below), when 
the external concentration of the Ringer-Barkan fluid is 240 mM per litre 
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and the e'^ternal K. \ alue 30 ihm (Na concentration = 86 mit per litre) the ratio 
has fallen from about 0 40 to 22 0/86 = 0 266 and the volume from 100 to 85 
per cent (Similar values are observed throughout the table with constant 
Na and different external K. values, except where at the highest K. concentra- 
tions, there is a relative mcrease m the Na ratio ) In the presence of n/ 250 
c>amde no fall of Na ratio occurs, but rather an mcrease (as may be seen 
from data of Table IV), and provided the external potassium is not very high 
the \olume of the kidney also xncTeases Volume changes over 2 hours for 
kidneys immersed m ordinary Ringer Locke solution (0 7 per cent NaCl) 
at room temperature are sho^n in Iig 1 (a limitmg value being nearly 
reached within the period) 


TABLE IV 


Values asm Table III tnlhthelmmerston Fluids Containing uJdSOCyanide 


External concentrations 

RcdbI coocentiations 

We ehts 
afier/tf/ore 

Dr ed we ghts 
sm perks ol 
onsmaltissue 

E 

Cl 

Total (cl 

R 

Na 

Cl 

mu/l tn 

6 

nu/hlre 

82 

nu/Utre 

192 

mtt/kt 

35 5 (1) 

mu/kx 

70 2 (1) 

rnt/k: 

41 8 (2) 

1 17 (4) 

183(2) 

12 

88 

204 

35 0 (1) 

— 

— 

1 20 (1) 


18 

94 

216 

46 3 (2) 

43 3(2) 


1 14 (4) 

187 (2) 

30 

106 

240 

64 6(2) 

57 4 (2> 

52 9 (2) 

1 06 (6) 

176 (2) 

60 

136 

300 

80 6 (1) 

49 2 (3) 

65 3 (2) 

1 02 (5) 

187 (2) 

90 

166 

360 

97 8 (1) 

56 6 (2) 

85 3 (2) 

0 98 (6) 

1&4 (2) 

120 

196 

420 

130 (1) 

68 4(1) 

98 0 (2) 

0 92 (4) 

184 (2) 

150 

226 


152 (1) 

53 7 (3) 

116 0 (2) 

0 91 (6) 

189 (2) 

180 

256 

540 

— 

56 3 (3) 



184(2) 

210 

286 


184 (1) 

61 7 (2) 



202 (2) 


All renal concentrations given as mu per Lg of weights before immersion The immersion 
fluids contained a fixed Na concentration of 86 rou per Lire 


From these experiments it will be seen that the ongmal Na ratio in the 
kidney is about double that for hemoglobin or inulin ratios for the immersed 
kidnej s, but that after immersion the \ alue falls to near that of inulm and there 
IS a correspondmg loss of ■water 

The total a\ erage for the Na ratio after 24 hour immersions is 0 26, the 
a\ erage inulm ratio being 0 23 

(c) Relatiu Dijfuston Rates of Na^ C/, and K from the Isolated Kidney into 
Isotomc Glucose — On considering the high Na ratio of 0 39 for the fresh kidnej 
and the comparati\e effect of cyanide, v,ith the isolated kidney it would appear 
that Na is present not only m the intercellular spaces but a proportion is also 
intracellular The question anses as to whether this intracellular Na is um 
formly distnbuted throughout the renal cells or is restneted to some region of 
the nephron The diffusion mto isotonic glucose was designed to provide 
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data relevant to this question; for if Na is contained in appreciable amounts 
in cells which contain K, then since it is the larger ion, it could be expected to 
emerge relatively more slowly than K when immersions are made in K-free 
isotonic glucose. If, on the other hand almost all the Na emerges very rapidly 
while only a fraction of the K diffuses out, it would appear as the simplest ex- 
planation that the intracellular Na is confined to a separate region. Sartorius 
muscles were used for comparison. 

These c,\'periments were carried out with twenty kidneys (or' sartorius 
muscles) immersed at room temperature in 3.8 per cent glucose and stirred 



30 60 90 /20 

TIME IN MINUTES 


Fig. 1. The lower curve ’gives weight changes at room temperature for five kidneys 
from five frogs immersed in Ringer-Locke solution containing 0.7 per cent NaCI; the 
upper curve for the companion tissues in a similar solution containing n/SOO KCN. 

by bubbling with o.xygen, samples being taken at intervals for Na and K 
analyses, the tissues at the end being also analysed. For the chloride analyses 
groups of four kidneys were taken from a bath of twenty immersed kidneys as 
before, and analysed for chloride. Companion tissues were taken for the de- 
termination of the. original chloride. 

Fig. 2 illustrates the relative rates of emergence of Na, Cl, and K. It will 
be seen that nearly all the Na and Cl have left the kidney and diffuse out at 
practically the same rates, while only 10 per cent of the renal K is lost. After 
60 minutes only 2 to 3 mM of the original 41 mM per kg. of Na are left. Com- 
paring these results with those for the sartorius muscle it will be seen that about 
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40 per cent of the Na therein — approj^ately equivalent to the amount held 
in the fibres — is lost very slowly, while the free Na and Cl in the extracelluhir 
spaces are lost rapidly. 

Ill, Experiments at 2-TC. Showing KCl AccumttJation, ivith Constant Na 
Concentration in the Immersion Fluid 

For the sartorius muscle it was shown that large amounts of K. as KCl 
could be accumulated with but little volume change if immersions were made 
in Ringer solutions in which the Na was held constant throughout the series 
and the KCl much increased. For the muscle series the constant [Na] in the 
Ringer fluid was 86 mu per litre being somewhat lower than the normal 104 
mu per litre plasma. A small volume increase was therefore shown through- 
out, but largely independent of the K content (there being in fact a slight 



Fig. 2. Diffusion of Na, K, and Cl from batches of twenty kidneys and sartorius 
muscles (from ten frogs) immersed in 3.8 per ant glucose. 


relative fall in weight as the external KCl was increased towards 300 mu per 
litre). Similar solutions were used for comparative purposes for the renal 
immersion, and the results are shown in Table III. The external solution had 
for these experiments the following composition (mu per litre) apart from the 
KCl increase: — 




HCOa 

.... 11.9 


1.8 

Cl 

.... 76.2 

Glucose — 

.... 3.9 

P (as phosphate mixture) 

.... 1.8 


and the immersions were made as described under Methods. 

The results are shown in Table HI, The results for immersion in similar 
solutions containing Ny250 sodium c)»anide arc shown in Table IV- It will 
be seen that K is largely accumulated both in the active and inactive kidneys, 
and to somewhat the same amounts. The Na changes are very different, there 
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being a mean loss of 18 mM per kg. with the active kidneys up to an external 
K of ISO mji per litre the results at each K level differing from this no more than 
4 mM per kg. The corresponding mean weight loss is 16 per cent. On the 
other hand the cyanide kidneys show increase of Na throughout, the mean 
increase being approximately 16 mM per kg. Increases in volume are likewise 
shown wlien the external K is not very high. 

TABLE V 


{Immersions cl 2-3°C. in Isotonic Mixtures unth Varying K Concentrations) 


h (Polnssium 
concentration 
in external 
fluid) 

[Nn (Sodium 
concentration 
in external 
fluid) 

too 

(Na) + 5.7 

Mean weight of 

1 leg; of fresh 
kidney 

after immersion 

Ranges and number 
of observations 
(each observation ■= 
weight of 4 kidneys) 

it (Potassium con- 
centration of im- 
mersed kidneys per 
kg. fresh weight) 

rtitllilre 

10 

mn/liire 

107 J 

0.89 

0.81 

0.75-0.83; 6 


20 

97 

0.97 

0.80 

0.76-0.83; 5 


30 

87 

1.08 

0.86 

0.82-0.93; 9 

69 (2 observa- 

40 

77 

1.21 

0.91 

0.84-0.93; 6 

tions) 

50 

67 

1.38 

0.99 

0.97-1.03; 6 


60 

57 

1.59 

1.06 

1.02-1.11; 6 


70 

47 

1.89 

1,18 

1.05-1,25; 6 

145 (2 observa- 

80 

37 

2.34 

1.34 

1.26-1.46; 9 

tions) 

90 

27 

3.06 

1.64 

1.46-1.87; 14 

126 (2 observa- 

100 

17 

4.40 

2.00 

1.89-2.08; 6 

tions) 


IV. Experimettls Showing K Accumuialion in Isotonic Solutions 

When muscle is immersed in Ringer solution in which K is substituted for 
Na in equivalent relation, K is accumulated with large volume changes, follow- 
ing a theoretical relation up to a weight increase of about 70 per cent, or to 
about 100 per cent increase of the fibre water. Immersion in similar solutions 
was carried out with frogs’ kidneys. The solutions had the following composi- 
tion; — 


Total Na and K 117 mM per litre 

Cl 107 mM per litre 

JICO 3 11-9 mir 

Ca 1.8 mM per litre 

P (as phosphate mixture) 0.8 mM per litre 

Phosphate 3.9 mil per litre 

Total mM per litre 243 mM per litre 


These were also equilibrated with the gas mixture as before.' The results for 
24 hour immersions are shown in Table V, and it will be seen that a great rel- 
ative increase of renal volume occurs as the Na content falls outside. The 
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mean weights range from 0.81 (of the original weight) with a K value of 10 mi 
per litre outside to 2.00 with 100 mw per litre external K. In Table VI it is 
shown that no further appreciable volume change occurs after a second 24 
hour immersion. 


TABLE VI 

(Immersions at 2-3®C. in isotonic mixtures as in Table V; comparison between weights 
referred to 1 kg. fresh weight after 24 and 48 hours for one set of forty kidneys — four in each 
mixture.) 


t ■ 

WeigbU sfter 24 hts. 

Weights tfter 4S his. 

10 

0.83 

0.83 

20 1 

0.82 

0.83 

30 1 

0.84 

0.84 

40 1 

0.92 

0.91 

SO 1 

1.01 1 

1.00 

60 ' 

1.03 1 

1.02 

70 

1.22 

1.21 

80 

1.38 

1 1.36 

90 

1.64 

1.71 

100 

■ 2.07 

2. OS 


TABLE Vn 


(Immersions at 2-3*C. isotonic mixtures as in Table V, but containing n/SOO cyanide.) 


k 

too 

Me&a weights o( imraersed kldaeys refett ed to 1 kg. fresh weight 


After 34 hrs. 

After 48 his. 

After 72 his. 

10 

0,87 

0.97 (4) 

1.05 (3) 

1.11(2) 

20 

0.95 

0.98 (3) 

1.02 (3) 

1.09(2) 

30 

1.06 

1.05(4) 

1.13(3) 

1.18(2) 

40 

1.18 

1.09(3) 

1.17 (3) 

1.19 (2) 

SO 

1.34 

1.17 (4) 

1.25 (3) 

1.28 (2) 

60 

1.54 

1.23(3) 

1.33 (3) 

1.42 (2) 

70 

1.83 

1.31 (4) 

1.44(3) 

1.50(2) 

80 

2,23 

1.46(3) 

1.58(3) 

1.65 (2) 

90 

2.88 

1.53 (4) 

1.70 (3) 

1.79 (2) 

100 

4.03 

1.54(3) 

1.65 (3) 

1.78(2) 


Experiments were also carried out in which volume changes in similar isotonic 
solutions but containing m/500 or u/250 cyanide were investigated. Only 
the results with m/500 cyanide are given (Table VII) since those with m/250 
cyanide did not appreciably differ therefrom. The results in Table VH show 
that the increase in volume is not ended after 24 hours but continues up to at 
least 72 hours. 

In Fig. 3 the kidney weights as ratios of the fresh weights arc plotted against 
the reciprocals of ([Na] •+• 5.7) (the figure 5.7 correspondmg to the small con- 
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centration of Ca and glucose). The upper line gives the results after 24 hours’ 
immersion in cyanide-Ringer fluids and the lower the results without cyanide. 
It will be seen that the effect of c^'anideis to raise the level of the line, but it has 
no influence on its slope. One rather interesting difference is the manner in 
which with cyanide the linear relation is somewhat abruptly departed from 
at a lower level of volume increase, showing that the differential permeability 
of the cells involved is then not so resistant to distension of the membrane. It 
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/ 

[NaJ-h 5-7 

Fig. 3. Mean weight of kidney after 24 hours’ immersion at 2-3°C. in isotonic 
Ringer fluids, with varying Na and K concentrations, plotted against the reciprocal 
of ([Na] + 5.7), [Na] being the external sodium concentration (mM per litre) and 5.7 
the sum of the Ca and glucose concentrations. 

The upper curve gives the results in the presence of n/500 sodium cyanide. 

is also of interest that though the renal volume increases with cyanide after 24 
hours the slope of the line above considered remains unchanged (as would 
appear from plotting the results in Table VII). 

THEORETICAL SECTION 
I. K and Na Regions of the Nephron 

When the frog’s kidney is immersed in Ringer solution, as shown above the 
Na ratio falls from an initial value of 0.39 to 0.26, which is near the inulin 



E. J. CONWAY, O. EitzGCRALD, AND T. C. MACDOUGALD 


317 


figure of 0.23. From the high Na ratio of the fresh kidney, it is obvious that 
much of the Na is initially contained in cells of the nephrons, and is actively 
extruded. This Is shown by the r^’anidc effect, when the Na ratio no longer 
falls but rises somewhat, with a corresponding increase in weight (pro\ndcd 
the external K is not ver>’ high). The question Ihen arises, is the Na present 
in all the cells of the nephron and acthely extruded therefrom or is it present only in 
a fraction. It would appear that this can be answered effectively in the fol- 
lowing way. If the Na is not present in the major fraction of the nephron and 
exists only in a special region the volume of which is indicated by the Na ratio, 
then the major fraction may be taken as impermeable to the Na ion, and if so 
it should act — at least within a certain range — practically as an osmometer 
for the Na ion concentration (even in the presence of K.C1, with the membrane 
freely permeable to K and Cl ions). 

Examining then how this relation is fulfilled, if we take the weight of the 
immersed kidney as IF. and subtract from this the Na ratio of 0.26 plus 0.16, 
(the latter being the mean weight of the solid material), wc obtain Wf — 0.42. 
This may be e.’rpectcd to be proportional to the reciprocal of the Na ion con- 
centration. We must take into account however, that a small amount of Ca 
is present in the fluid used, and also a little glucose, both adding to 5.7 mu 
per litre. By analogy with muscle the membranes of these renal cells may be 
expected to be impermeable to these as well as to the Na ion. Taking then 
the data of Table V where the total of the Na and K. ion concentration remains 
the same (117 nvM per litre, with total him of 243 in the solution) but is relatively 
varied, and plotting (1V< —0.42) against the reciprocal of the concentration 
(iNa] + 5.7) we get, up to an external K of 90 him per litre a linear relation, 
the line of best fit passing through or very close to the origin. This will appear 
evident from Fig. 3 (lower curve) in which the line through the IF, values cuts 
the ordinate at 0.42. Attention may here be directed to the fact that the 
weight change of (IF, ~ 0,42) is from 0.34 to 1.18, avery large relative increase 
for cell water. The existence of this relation would seem e.xplicable only by 
the effective impermeability to theNa ion of the greater fraction of the nephron, 
the remainder plus intercellular spaces being freely permeable to Na. 

As supporting evidence we have the fact that Na and Cl diffuse together and 
almost completely from the immersed kidney within about 30 minutes after 
immersion in isotonic glucose as shown in Fig. 2. Within the same period the 
kidney loses only a small fraction of its potassium. This slow loss of K is 
like that from the muscle fibre when immersed in K-free solutions. 

Can the conclusion be avoided that the larger fraction of the nephron is 
impermeable to Na? It might perhaps be entertained that the permeability 
in unidirectional and though the Na ions cannot pass back, they could stUl 
enter from the lumen side. This is scarcely tenable when wc consider the 
long period of immersion and tlic practical certainty that NaCl will diffuse 
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down through tlie glomeruli, and backwards up the lumen of the nephron as 
well as through the cellular region which is taken as permeable to the Na and 
Cl; and there is also the fact that, as seen from Fig. 3, up to high levels of dis- 
tension cyanide docs not appreciably affect the nature of the volume change resulting 
from reduced Na concentration, lor the line of renal weight against the reciprocal 
of ([Na] -f 5.7) retains the same slope. 

In this first theoretical section we shall consider it sufiScient then to conclude 
that there exists a large region of the nephron wliich has a permeability like 
tliat of the muscle fibre, impermeable to Na but permeable to K and Cl which 
can be greatly accumulated in the isolated kidney, and on the other hand there 
exists a smaller region which is freely permeable to Na and actively extrudes 
it from the cells in the immersed kidney decreasing veiy markedly in volume. 
It will be shown then that the theory used to e.xplain K accumulation in the 
muscle fibre can in turn be very successfully used to explain K accumulation 
in the K region of the nephron. Before considering this, the maimer of cal- 
culating K and Cl values in the K region will be dealt with. 

Calculation of K and Cl in the Water of the K region 

Fresh Kidneys . — For these the Na ratio may be taken as giving the region of 
free Na entrance. From Table II themean Nacontent per kilogram isO.412 ± 
0.006 (seventy-nine analyses) and the mean plasma value is 103.8, from which 

the Na ratio is = 0.397 or 0.40 for 1 kg. (the Cl ratio is slightly higher, 

being 0.405). More strictly we should here consider the ruAi Na per kilogram 
of plasma water, which would mean dividing by 0.954 (Table 11), but, at the 
same time we should need to multiply by a factor corresponding to the ratio 
of [Na] in extracellular water to that in plasma water. Since that is usually 
taken as 0.95 (though it may be expected to be nearer to unity in the frog) 
the two factors would largely cancel (or at least may be expected to do so 
within 1 or 2 per cent). A figure of 0.39 may be stated as probably very close 
to the true mean value. We have tlien for the mean value of [K] in 1 kg. of 
proximal tubule water (^i) of fresh kidneys: — 

^0 — 0.39^p 
“ 1.00 - TTd - 0.39 


60.0 - I.O 


1.00 - 0.184 - 0.39 


139 


( 1 ) 


ho being the mM K per kilogram of the fresh tissue, Wj the dry weight of 1 kg. 
of kidney and kp the K concentration in plasma water. 

If the chloride content of the proximal tubule water be calculated in the 
same way, the amount is so small, that an error in the determination of the, 
region of free Na and Cl entrance has a relatively large effect. For more 
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accurate results the Ponnan relation may be assumed. The product of the 
K and Cl concentrations in plasma water, from the data of Table IT, is 204. 
Since the K concentration in the proximal tubule water is 139, the Cl con- 
centtaUoti Is theretore 204/139 = l.5tnM.perUtre. 

This chloride calculation may be qualified by such consideration as that 
the K in protein-free dialysates of dog’s sera in vivo (9) shows a ratio with 
respect to the plasma only 86 per cent that expected from the Na ratio, or that 
for similar dialysates in vitro (10), the K ratio is 91 per cent that of the Na value 
(a summary of such results is given by Peters (11)) ; but such qualifications even 
if applying to the frog would have very little effect on the absolute figure for 
Cl in the cell w’ater of the K accumulating region of the kidney. 

In a similar way it may be calculated that the concentration of the HCOa 
ion in the water of the proximal segment is 0.5 mu per kg. 

Ivtinersed iitducyi.— AU concentrations giving direct analytical results, 
measurements of weights and of dry weights are referred for uniformity and 
convenience to 1 kg. of fresh weight of ladney. 

The Na ratio of 0.26 was considered above for measuring the volume of the 
kidney freely permeable to the Na ion (and therefore, it may be assumed, to 
the K ion outside the K region). The line drawn through the kidney weights 
(as ratios of the fresh weights) minus 0.42 (0.26 plus the mean dry weight of 
0.16) when plotted against the reciprocal of ([Na] 4- 5.7) passes through the 
origin, or very close thereto, as may be judged from Fig. 3, and this makes 
it reasonably certain that the figure of 0.26 is close to the true value for the 
Na-permeable space. Its lower limit would in any case be the inulin ratio of 
0.23 for wherever inulin goes it may be assumed that the Na ion would likewise 
go, and it would in fact make Uttle difference to theresults whether 0.23 orO.26 
figures were used for the space freely permeable to NaCl, but clearly the 0,26 
figure is the better. 

We may ^vrite then: — 

fWatcr of K region per kilogram fresh ladney) IT# ~ Wa — 0.26 (2) 


where IF, * the weight after immersion and IPj the corresponding dry weight, 
0.26 being that of the water freely permeable to Na. 

Into this Na region it may be assumed that the external K — as a smaller 
ion — will likewise have free entrance, but only to a concentration approximately 
equal to the external value. With a mean dry weight of 0,16 (as ratio of the 
fresh kidney weight) the mil per kilogram of water in the proximal tubule 
(^i) may be written — 


h - 0.26fc 
Wi - 0.42 


(3) 


where h is the mil K per kilogram of the fresh tissue. 
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The mM Cl per kilogram water in the proximal tubule may be similarly 
calculated. 

II. The Mechanism of Potassium Accumulation in the K Region of the Nephron 
ifl) Theory of the Potassium Equilibrium 

The theory of such K accumulation has been already treated in some detail 
for muscle (2) and it is only necessary here to state the essential equations. 

It is a practical need in developing or using equations such as those for the 
volume of the cell water (Equation 7) to have a symbolism as compact as pos- 
sible. The following symbols have been chosen, very similar to those used 
in dealing with muscle. 

In “cell water” of the K-accumulating region 

ki,li,h\ = mjr K, Cl, and H ions per kg. of cell water. 

= mM diffusible anions per kg. of cell water. 

>7 = The “idiomolar” value, or total millimols of non-dihusible substance per 
kg. of the original cell water. 

e = The “electrostatic equivalent” of 17 or tlie surplus of negative charges on 
the non-diffusiblc electrolytes, expressed as milli-equivalents per litre. 

V = Volume of water in tlic number of cells which for fresh tissue contam 
1 litre or 1 kg. of cell water. 

For external solution: 

k, I, It = mM K, Cl, and H ions per litre external solution. 
c = total external concentration, as mM per litre. 

Scf = mM diffusible anions per litre of external solution. 

From the previous considerations the cell water in the K-accumulating 
region of 1 kg. of fresh kidney is 1.00 — 0.18 — 0.39 = 0.43, and for the im- 
mersed kidney it is W,- — 0.16 — 0.26 or IF,- — 0.42, so that V for the immersed 

. IF.- - 0.42 
tissue IS — — . 

0,43 

Concerning the v value it seemed advisable to have a word which would 
indicate its nature, and the term “idiomolar value” is suggested as expressing 
the fact that the molecules referred to, are entirely retained within the cell 
itself. The e symbol is in turn termed the “electrostatic equivalent” of n 
since it determines the number of the K ions in excess of the small amount of 
diffusible anions, which are held electrostaticall}'- within the cell. 

As in muscle the cell membrane in the K-accumulating cells of the kidney is 
considered to be permeable to cations and anions, but within certain size limits, 
so that whereas Na is excluded, K is allowed through; and though Cl passes 
the membrane, anions such as the esters of phosphoric acid do not. It was 
shown for muscle that much KCl could be accumulated without volume 
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change, the K. ions moving against a concentration gradient to an equilibrium 
determmed by the Donnan relation At the same time there nras no change 
in the Na value m the muscle which remained a constant and rather small 
fraction of that outside This with the fact that cyanide does not affect the 
Na control of volume appears to be an exact proof of the relative Na imperme- 
ability in muscle, and it will be seen that similar conditions prevail for the cells 
of the K-accumulating region m the kidney 

(6) Accumulation oj Potassium tn the K Region with Ptxed 
External Na Concenlraiton 

For immersed muscle with the mean ij value of 105 5, very httle different 
from € (= 103 5) it was shown that the volume of the fibre water was propor- 
tional to the sodium ion concentration, and it was onlj necessary to hold this 
value constant to znamtam the value of V Here the rj and < values differ 
appreciably and though V does not mcrease with the accumulation, it decreases 
somewhat, but m accordance with theoretical expectation 
The equation for the potassium concentration m the K-accumulating region 
(2) IS— 

h - c/2 - ( 1 , - A/2V ( 4 ) 

When Na is held a constant, though V changes but little over the widest ranges 
of external K, and of K accumulation, it does change a httle, and so also t? 
and e, but the total value of (tj — t)/2V is at all times small compared with 
c/2, consequently the slope of the line of ki values against the total external 
concentration is approximately c/2 

Where the slope of the hne of kt values agamst “c” cuts the ordmate at c == 0 
the value of (tj — i)/2V = —28 is obtamed 
Equation 4 becomes therefore* — 

*1 “ c/2 + 28 (S) 

The last two columns of Table VIII show the agreement between the ex- 
perimental and theoretical values From an external potassium value of 
18 mil to 210 mil per litre, the divergence between the ki values and that 
from Equation 5 is less throughout than 5 per cent 

The rj and « Values — It will be seen from Table VIII that tlie mean value of 
TJ IS 76 for such immersed tissues, and v anes from this w ith increasing accumula- 
tion no more than could be expected from the samplmg error The mean 
value of t IS 136 but there is clearly an increase with mcreasing ” This is 
to be expected theoretically, as discussed elsewhere for muscle (2) but wntii 
immersed muscle it is compensated by sbght losses of non diffusible material 
With regard to the tj and c values for the fresh kidne> , such may be calculated 
from the equations given under Table VUI where V « 1 00, “c” (for plasma) 
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= 233 (2), ki = 139, and Xdi , comprised almost entirely of Cl and HCO3, has 
the value of 1.5 -f 0.5 = 2.0 (the manner of calculating ki, h, and [HCO3] 
values is given at the end of Theoretical section, I). 

For the K region of the fresh kidney 6 is therefore 137 and rj is 92. 


TABLE VIII 

Values Derived from Table III 


k 

i 

"c" 

V 

Volume of all 
water in proxi- 
mal tubules 
r “ 10 for fresh 
tissue 

1 

■ 

■ 

B 

h 

ki from 
Equation 

5 

6 

82 

192 

■HilH 

77 

111 

11.3 

13,0 

111 

124 

18 

94 

216 


56 

114 

25.5 

28.7 

135 , 

136 

30 

106 



70 

128 

25.6 

28.8 

147 

148 

60 

136 

300 


75 

131 

47.2 

51.4 

177 

178 

90 

166 

360 


76 

146 

67.0 

71.2 

214 

208 

120 

196 

420 


84 

136 

95.6 

101 

236 

238 

150 

226 

480 


66 

139 

130 

137 

277 

268 

180 

256 

540 


79 

158 

142 

149 

310 

298 

210 

286 

600 

0.98 

89 

144 

173 

181 

328 

328 


All concentrations are given as mil per litre. 

Zdi is obtained by assuming the small bicarbonate concentration to behave like chloride 
and adding its value then to li . Calculations of /i and ki are described in text (at end of Theo- 
retical section, I). 

t] and 6 are calculated from equations of Boyle and Conway (1). 

ij/F = c — — 2di 

t/V •= ki — Xdi 


(c) Potassium Accumulation hi Isotonic Mixtures {Causing 
Large Volume Increases) 

The volume of the cell water is governed by the equation (I, 2) 
V^(c^ - 42kd) - 2nKc + = 0 


whence 


V = 


vc 


^ — ^iStkd 


+ 


TJC 


iZkd 




( 6 ) 

(7) 


For the immersed sartorius muscle 77 and e differ very little so that the equation 
for V reduces to 


V = 


2v 

c — <^kd/c 


(S) 


and this in turn to: — 

V 


V = 


[Na] -f- 5.7 


(9) 
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since the value of c — itkd/c is practically identical with 2([Na] + 5 7) or 
twice the sum of the concentrations of the non diffusible constituents in the 
unmersion fluid Thus for the isotonic mixtures when the external K changes 
from 10 to 90 mit per litre, “c” being 243 and d = 120, the value of c — 42d/c 
changes from 223 to 65 and 2([Na] + 5 7) from 225 to 65 
When II and c differ very appreciably m the proximal tubules the fuller 
equation could be expected to give better results It is a fact, however, that 
owing to the small mcrease of < with increasing external K concentrations, a 
simple hnear equation again applies very well, though not quite identical in 
form with the above relation for muscle It anses m the following way The 
value of V in Equation 7 may be written as — 

Even v,ith. the ratio e/rj fixed as the mean value of 136/76 this multiplicand 
changes only from 2 74 to 2 27 when the external value of it changes from 10 to 90 
mil per litre and V maeases over three limes When, however, a change of 
€ from 114 to 155 occurs over the same range of k then the value of the mul- 
tiphcand changes only from 247 to 237 or about 4 per cent, and this is further 
decreased by the slight difference m value between c — 4Zkd/c and 2([Na] + 

5 7) The result is that the follow mg relation 

INal + 57 


94 

INal + 57 


( 10 ) 


IS \ ery w ell obe} ed over a wnde range as shown m Table DC 
(The increase of the t value from about 114 to 155 as K. changes from 10 to 
90, and the ki value remams approximately at 130 mM per hire, may be de- 
duced from a curve through the e values of Table VUI against the hi/k ratio, 
smee this latter detenrunes the h\/h ratio and so the changes in « These are 
m turn due to changes in the ionization of the non diffusible constituents ) 
Also, if we consider the relation m terms of the actual w eight of the w hole 

kidney (immersed), since 


043 

where 0 43 is the water m the proximal tubule cells of the fresh kidney (or 1 00 
— 0 18 — 0 34), then from Equation 10 


40 
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which describes the lower curve in Fig. 3 for the immersed kidneys without 
cyanide. 

This gives the fuller theoretical reasons for the linear relation of Fig. 3. 
The question may here be briefly considered why it is that with ij = « in 
immersed muscle, with relatively low external K values, the expected increase 
in c with rising X’ has not an appreciable eflfect on the relation 


c— AZkdlc 

There is firstly the fact that the muscle membrane permeability breaks down 
at a lower K level than the kidney K cells, at about 70 ran K per litre outside. 


TABLE IX 

Values Derived from Table T'" 


j 

* 

fNal 

1 


Volume V of cell 
water in proximal 
tubules r •= 1.0 
for fresh tissue 

V ns calculated 
from Equation 10 


10 

107 

89 

91 

84 

20 

97 

97 

88 

91 

30 

87 

108 

102 

102 

40 

77 

121 

114 

114 

SO 

07 

138 

133 

131 

00 

57 

159 

149 

149 

70 

47 

189 

177 

178 

80 

37 

234 

214 

220 

90 

27 

306 

284 

285 

100 

17 

440 

367 

414 


and from the kidney analogy e might be expected to change from 1.14 to 1.45, 
an increase of 1.28 times; hence from the full equation there would be a F value 
only 6 per cent greater than that from Equation 8 or 9. It would appear also 
that e in immersed muscle does in fact alter much less than the above amount, 
partly because the ionization of the non-diffusible constituents within it 
changes less with rising pH than the renal K cells and partly because the 
increase theoretically e.xpected is off'set by slight losses of non-diffusible con- 
stituents (2). 

(d) Potassium Acammlation and the Donnan Equilibrhm 

kXl^hXh ( 12 ) 

or the product of the potassium and chloride concentrations within the cell 
water of the K region should be equal to tliat outside (strictly it is the activity 
products which should be equal, but for such univalent electrolytes and a 
H value in the cells probably not much different from that of the external 
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solution the concentration products may be expected to differ but little on each 
side of the membrane) 

Table X (data from Table VIII) shows the relation of the ion products It 
will be seen that from a k value of 30 mii per litre onwards the relation appbes 
very well The result is thus similar to that found for muscle except that in 
the kidney a slightly higher external K. value is necessary before the relation 
applies exactly For muscle it was pointed out that the cell membrane m the 
isolated tissue was ineflicient with low external K owing to the high concen 
tration ratios across it A similar explanation may be advanced for the 
membranes of the renal K cells, and true equilibrium may not be reached with 
relatively low K. concentrations m the immersion fluid It may also be con- 
sidered that at such low external K values the proportion of total chlonde 


TABLE X 


A 

»XI 

(X iir*) 

AjXli 
(X i<r*i 

AXl 

AiX/t 

6 

0 492 

1 25 

0 39 

18 ! 

1 69 

3 44 

0 49 

30 1 

3 18 

3 76 

0 85 

60 j 

8 16 ' 

8 35 

0 98 

90 1 

U 94 

14 3 

1 04 

120 

23 52 

22 6 

1 04 

150 

33 90 

36 0 

0 94 

180 

46 1 

44 0 

1 05 

210 

60 1 

56 8 

1 05 


contamed in the space outside the K accumulating region is so high that e\en 
sbght changes m the estimate of this space have a relatively great effect on the 
estimated Cl content as used for the Donnan product 

m The Idenltjication oj the K and Na Regions oj the Nephron as the Proximal 
and Distal Conxoluted Tubules 

The existence of a relati\ely large K region of the kidney impermeable to 
Na, and a smaller region permeable to Na acti\ely extruding it and losing 
weight, at once suggests that the two regions arc the proximal and distal seg- 
ments of the nephron In support of this three reasons may now be advanced 
which would appear conclusive 

1 It has been shown above that when the kidney is immersed in Ringer 
solution the cells of the K region (like skeletal muscle fibres) can he greatl} 
swollen in accordance with theoretical eiqiectation, when the Na of the solution 
IS largely replaced by K No such swelling, but rather a decrease occurs with 
the cells of the Na region When the kidney in turn is perfused with such 
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Ringer solutions containing high K and low Na concentration swelling of the 
kidney is obserA'ed, and here while no increase in volume of the Na cells should 
occur the relatively large reduction in volume observed in the immersed tissue 
is not to be expected. This is so because a supply of NaCl is being maintained 
from the lumen side (though with the high K solution its concentration is 
reduced below the normal). When after some hours’ perfusion the fluid is 
suddenly replaced by suitable fixative, and the tissues examined histologically 
(to be described in another paper) the cells of the proximal tubule are found 
much swollen and those of the distal tubule a little shrunken. The following is 
typical of the result obtained. Taking the mean cross sectional areas of the 
proximal tubule minus that of the lumen to be 100 in the control kidney, or 
kidney perfused with normal Ringer solution (total strength of 243 mil per 
litre), then for a series of measurements (7 to 10 in each case) there is a mean 
change from 100 to 135 on perfusing with Ringer solution containing 70 
m. eq. K per litre and 47 m.eq. Na per litre. The cross-sectional area of the 


TABLE XI 


• 

Dimensions 

RcUtive 

volume 

Relative 

lensths 

Proximal tubule 

tnm. 

3.80 X 0.075 

per cert 

84.8 

per cent 

51 

Distal tubule 

2.50 X 0.030 

8.9 

34 

Glomerulus 

0.125 X 0.100 


1.7 

Collecting tubule 

0.70 X 0.028 


9.5 

Neck segment 

0.10 X 0.030 

0.4 

1.4 

Intermediate segment 

0.20 X 0.022 

0.3 

2.7 


distal tubule changes from 106 to 91, or shows some reduction instead of an 
increase. 

If the increase in length of the proximal tubule is similar to the increase in 
cell diameter, this would mean a total volume increase of 58 per cent or 70 to 
80 per cent increase in the cell water. This accords with theoretical expectation 
for the swelling of the K region, and it may be concluded that the proximal 
tubule is the K region investigated above. Such direct evidence is in turn 
supported by the two following points. 

2. The relative size of the K region to the whole renal tissue in the isolated 
kidney is the same (within the limit of error involved) as Huber’s measure- 
ments of the proximal tubule (Table XI), and there is a similar correspondence 
between the Na region and the distal tubule, though, owing to its small size 
and the large intercellular volume, the margin of error involved for the distal 
tubule is relatively greater. 

Huber’s measurements (12) show that the proximal tubule in the isolated 
immersed tissue is 85 per cent of the whole nephron and the distal tubule 
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9 per cent If the glomerulus be excluded from the nephron the figures are 
88 and 9 per cent respectively 

For the kidney immersed m Ringer solution with ordinary K content (and 
total molecular concentration of 243 dim per htre^ the weight falls to 0 74, 
the total sohds bemg 0 16 and the Na ratio 0 26 Taking the Na ratio to 
measure the total water m the mterccllular spaces plus that m the Na cells, 
the water of the K region is 0 74 — 0 16 — 0 26 or 0 32 If we take the mulin 
ratio of 0 23, in the cold, to measure the intercellular space, the total water m 
the nephron is 0 35, so that the water of the K region is 91 per cent of the water 
m the cells of the whole nephron tissue, and the K tissue in turn may be pre- 
sumed to have this proportion also of the whole nephron The water of the 
Na region would then be 9 per cent of the total nephron water 

As considered above the Na region decreases much in volume on immersion, 
the Na ratio falling from 039 to 0 26 with a marked loss m weight of the 
kidney If we subtract the inubn ratio from these figures the water of the 
region would change from 0 16 to 0 03 The question arises then — is there 
any direct evidence that a diminution of this order occurs m the sae of the 
distal tubule? This we can provide m conjunction with Huber’s data As 
given abo\ e the relative cross-sectional area of the cells of the proximal and dis 
tal tubules after perfusing with Ringer solution of ordmary type is 1 0 to 1 06, 
but from Huber’s data after immersions the ratio of the diameter is 1 0 to 0 4 
and the area therefore 1 0 to 0 16 This change is of the expected order 

3 The experiments of Walker, Hudson, Fmdlcy, and Richards, (13) show 
that while the Cl content of the flowing urine m the frog’s kidney remains 
unchanged along the proximal tubule (samples bemg obtained by cannulating 
the nephron), it falls steeply when the distal tubule is reached, and with it no 
doubt the Na ion concentration The distal tubule at least must be freely 
permeable to Na and Cl, and the curve of concentration with distance from 
the glomerulus suggests a marked difference in behaviour to the Na ion m the 
two segments, for the Cl concentration remains unchanged along the proximal 
tubule and falls steeply from the beginning of the distal tubule If then, there 
are two regions of the nephron comprising practically its entire length, the 
larger impermeable to Na and the other permeable, this latter must be the 
distal tubule, and clearly the other v cry large segment can onl> be the prox- 
imal tubule 


Interpretation of the Uemoglohtn, Inulin, and Na Rolws 

The average inuhn and Na ratios for the acUv e kidney m the cold w ere found 
to be 0 23 and 0 26 The question is, what exactly does the inuhn ratio 
measure? The indications arc that, at least in the cold, it measures the in- 
terspaces of the frog kidne>, m which may be included the lumen volume of 
the nephrons and glomeruli The glomerular membrane as is well know n ' 
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the work of the Richard’s school is freely permeable to inulin, and over 24 
hours inulin could be expected to reach an equilibrium value in the lu- 
men spaces. 

That no appreciable amount of inulin is adsorbed is very probable from the 
analogy with muscle, where the inulin ratio gives a value as low as 0.09 and it is 
scarcely possible that appreciable adsorption could occur, when the interspace 
volume is compared with that from other methods (2), In the cold the effect 
of cyanide on the kidney is to increase slightly, but scarcely significantly the 
inulin ratio, this changing from 0.23 ± 0.012 to 0.27 ± 0.016 (giving the 
standard deviation of the means), whereas the Na ratio changes from 0.26 
± 0.014 to 0.55 ± 0.023. This indicates that the distal tubules are — in the 
cold — impermeable, to inuUn or so slightly permeable as makes little difference 
to the results discussed. At room temperature the cyanide effect on the inulin 
ratio is much greater, changing from 0.23 =L 0.020 to 0.32 ± 0.028. 

Concerning the hemoglobin ratio, this may be taken as measuring approx- 
imately the interspaces of the kidney apart from the lumen volume of the ^ 
nephrons, basing this view on the impermeability of the glomerular mem- 
branes to hemoglobin and that diffusion into the lumen from other regions is 
either debarred or of negligible rate. It may be added that the exact in- 
terpretation given of the hemoglobin ratio makes no difference in the general 
treatment of the results throughout the paper; and the same applies even to the 
inulin ratio e.vccpt in so far as this may be used to calculate the water of the Na 
cells in the active kidney by subtracting from the Na ratio. 

DISCUSSION 

From the experiments described it is clear that the frog’s nephron is di- 
visible into two main cellular regions, in one of which K can be accumulated, 
and without volume increase if the external Na be maintained constant. This 
region of the kidney contains no appreciable sodium and conversely the other 
region contains no appreciable potassium (or only of plasma level) while its 
Na content is at or close to the Na value of the external fluid. These regions 
have been identified as the proximal and distal tubules (though the K-ac- 
cumulating region may include the comparatively very small collecting tubule 
amounting to 2 to 3 per cent of the nephron). The cell membranes of the 
first are permeable to potassium but not to the sodium ion. The membranes 
of the latter are permeable to Na ions and to the smaller K ion (to the latter 
at least from the blood side). The process of accumulation follows well the 
theoretical treatment already outlined for muscle, and specially notable is the 
correspondence of the volume changes with the theoretical requirement. The 
production of these large volume changes and their measurement is very simple 
and affords a ready means of testing the underlying theory. In measuring the 
volume changes and weighing the tissues after immersion no undue pressure 
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should be exerted, especially on the highly distended tissues, a fixed routine of 
light sijrface drying on filter paper being advisable. 

The Effect of Cyanide, — For the isotonic Ringer solutions where K is sub- 
stituted for Na with consequent large volume changes, the effect of cyanide is 
strikingly shown by means of the linear relation of volume to the reciprocal of 
the external non-difiusible constituents as appears in Fig. 3. Cyanide does 
not change the slope of the line up to an external concentration of 70 mu 
per litre. This means that it affects neither the differential permeability of the 
K. cells nor does it affect their volume. It appears, however, to render their 
membrane system less resistant to high distension, for with cyanide the dif- 
ferential permeability breaks down when the cell water has about doubled, 
whereas without cyanide this does not happen until an increase of nearly four 
times occurs. While not affecting the volume nor differential permeability of 
the K cells (up to high limits of distension) cyanide has a great effect on the 
renal volume as a whole as shown in Fig. 3 arising from the fact that it con- 
verts the active contraction into a slow distension. The line through the 
points after 24 hours cuts the ordmate at 0.62. This will include 0.18 (mean 
dry weight of the cyanide kidney) leaving 0.44, and subtracting the inulin 
ratio of 0.23 as representing the total intercellular spaces, this leaves 0.21, so 
that the water of the Na cells instead of decreasing markedly from the fresh 
value of 0,16, as in the active kidney, has somewhat increased. After 48 hours 
this water in the cyanide kidney increases to 0.27. Now such distension 
agrees with the conclusions drawn that the cells are quite permeable to Na and 
K ions, but that in their active state they are capable of keeping Na and water 
steadily extruded and decrease in volume. When normally functioning in the 
ammal their volume would appear to be associated with a steady influx of Na 
ions from the lumen side. 

It will be seen that the fortunate appearance of a practically exact linear 
relation of renal volume to the reciprocal of ([Na] + 5.7) throws much light on 
the nature of the cyanide effect, and also confirms the measurement of the 
renal tissue outside the K region. 

For such passive accumulation of K in the proximal tubules the question 
arises as to its possible relation with the normal active e.xcretion of potassium 
or other substances — a question arising not only for the frog’s kidney, but as a 
general one for active renal excretion. That it has an important relation may 
be considered likely, but a treatment of such implications will be deferred until 
later, the further discussion here being confined to a consideration of the ab- 
sorption of water from the urine as it flows down the proximal tubules in the 
normal animal. 

The Question of IFo/er Absorption in the Proximal Tubule of the Frog*s Kidney 

The proximal segment in the immersed frog's kidney comprises 85 per centc 
of the volume of the whole nephron, and it would appear to be about 
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cent of the nephron volume when normally functioning in the animal. 
Whether in the latter case water is absorbed or not is of special significance if 
only from the analog)’- with the mamalian kidney, in the proximal tubule of 
which about 80 per cent of the whole water absorption in the nephron would 
occur if we e.vplained the glucose increase after phlorhizin as due to the ab- 
sorption of fluid. 

It has been shown that no diminution of chloride occurs down the proximal 
segment in the frog’s kidney (13) nor does any significant change of pH occur 
in the same region (14). 

If the cells of the pro.\'imal tubule are impermeable to Na ions, as shown for 
the immersed kidneys, there can be no appreciable absorption of water, for if 
water be absorbed, chloride and bicarbonate must follow in similar concen- 
tration to maintain the lumen concentration constant, and sodium is the only 
cation available with the required concentration to accompany the chloride and 
bicarbonate ions. 

Such an argument might be met by the objection that some section only of 
the proximal tubule cells need be concerned with the Na absorption, but since 
tlie process (or apparent water absorption) is progressive down the tubule, 
we should need to picture Na cells scattered between the K cells, but from vol- 
ume considerations they could constitute at most only a small fraction of the 
whole. When the proximal tubule is largely swollen by low Na and high K 
perfusions or immersions they might be expected to appear as localised constric- 
tions, but so far we have noticed none such, and the picture of such scattered 
Na cells seems a highly unlikely one. Without unduly labouring the question 
it will be seen that the facts of K and Na e.\'changes are against the view of 
water absorption in the proximal tubule. 

On the other hand, we must conclude that if no water be absorbed in the 
proximal tubule, then the increase of glucose concentration after phlorhizin is 
necessarily an active excretion. Such has been regarded as inconceivable 
(e.g. Walker and Hudson (20); Walker el al. (18)) whether for teleological rea- 
sons, or otherwise. But if we consider the reverse process of glucose secretion 
into the blood from the urine, and this to depend on phosphorylating and 
dephosphorylating mechanisms (in accordance with Lundsgaard’s views 
(15, 16) or modified versions) and an orientation of cell metabolism such as 
developed by Danielli (17), and long entertained in similar form in this labor- 
atory, it would seem by no means inconceivable tliat an inhibitor of carbohy- 
drate metabolism unequally concentrated within the cell, might reverse the 
direction of glucose passage. 

Besides the phlorhizin effect, the collection rates of fluid doivn the tubule are 
held to support the view of water or fluid absorption. This is considered below. 

The Proximal Tnbule of the Mammalian Kidney . — Our investigations con- 
cerning the K equilibrium etc. have not been extended to the mammalian 
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kidney, but provisionally we may assume that the proximal tubule has the 
same permeabilities as found for the amphibian kidney. If this is so, and no. 
water be absorbed down the proximal tubule^^t is an essential requirement that 
the Na ion concentration should not change, but correspond to that in a plasma 
ultrafiltrate. This is the result found by Walker et al, (18). 

Concerning the collection rates found down the tubule the following very 
simple relations may be firstly considered. If, on cannulating any part of the 
tubule, and registering the flow, we write “G” for the rate of glomerular fil- 
tration throughout the collection, “5” the amount of fluid absorbed as cal- 
culated from the glucose concentration after phlorhbin (assuming this to be due 
to water absorption), and “D” an extra amount of fluid absorbed not included 
in “5” (owing to possible back diffusion of glucose) then the difference in rates 
of collection from two tappings at different sites appears as: — 

(Gi 5i - Pi) - (Cl - 5, - PO 
which may be written: — 

(Cl - Ci) + (St - 5i> -h (P, - Pj) 

(the symbols Gi , 5i , and Di referring to the tapping nearer to the glomerulus). 

If we consider these symbols as representing average figures in a number of 
collections, then fluctuations in G, and m resistance due to the collecting pipettes, 
etc. will tend to disappear. Gi will then be necessarily, if only very slightly, 
greater than Ga and Z?j will tend to be greater than Di , so that (^a— 5i) will 
give a minimal mean value for the water absorption between the sites of 
collection. The actual mean water absorption should be greater. This 
argument is independent of the question of the resistance to flow offered by 
the pipettes, or as to whether the collccUon rates correspond to normal rates of 
flow down the tubules. With a sufficient number of results it should ans\\er 
decisively the question as to whether the glucose increase after phlorhizin is due 
to fluid absorption. This should amount to more than about CO per cent down 
to half the length of the proximal tubule. As reproduced in the first series 
of Table XI Walker c/ ok (18) have summarised their own data for rats obtained 
in experiments of great manipulative elegance. It will be seen that they find 
1.7 c.mm. for the first fifth, 1.1 for the second, and 0.8 c.mm. per hour for the 
third fifth. This would appear to support their views, but on examination the 
apparent effect is entirely due to one very aberrantfigurc (No. 12 of their scries), 
the deviation of which from tlic mean is about four times the standard de- 
viation for its group. This, included in the arithmetical mean of the first 
three figures gives the high value for the collection rate from the first fifth 
of the proximal tubule. The medians from the same data are shown in the 
second series of Table XII, and no e^ecl of ditninished rates doum the tubnJe is 
apparent. The next two series give the means and medians for the guinea pig, 
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for whicli glomerular collection data are also available, and it will be seen that 
no diminution appears on passing from the glomerulus to the middle of the 
proximal tubule or about as low as it has been found feasible to collect the 
urine. Applying a stricter statistical treatment the correlation between the 
collection rates and distance down the tubule (taking the glomerular, 
collection as at zero distance) is — 0.03 db 0.21 for the twenty-three guinea pig 
results, and no decrease with distance can be deduced from the results. For 
the twenty-three rat e.\'periments (omitting No. 12) the correlation is — 0.11 
± 0.21, and the regression equation shows a very doubtful fall of 17 per cent 
in the collection rates midway down the proximal tubule, which may be com- 
pared with the expected fall of more than 60 per cent. The correlation of the 
whole forty-seven collection rates from rats and guinea pigs with tubular 

TABLE XII 


Average Collection Rales of Tubular and Glomerular Urine 


Animal 

1 

Nature of 

Glomerulus 

Proximal tubule 

■ 

i 

1st fifth 

2nd fifth 

3rd fifth 

Rat 

Mean 

Median 

c.mm./hr. 

c.mm.Ihr. ^ 

1.7(3) 

0.9 (3) 

c.mnt./hr. 

1.1(8) 

1.0 (8) 


Guinea pig 

Mean 

Median 

0.7(6) 

0.6 (6) 

1 

0.8 (3) 
1.0(3) 

m 



Data taken from Walker el al. (18). 


distance is — 0.18 zb 0.15, and for the forty-six results omitting the aberrant 
value it is 0,05 zb 0.15. On the other hand there are high correlations (order of 
-j- 0.80) between creatinine (or glucose after phlorhizin) concentration ratios 
and the tubular distance. In such results commented on above, the total 
variability of the collection rate is not high, being only 40 to 45 per cent as a 
coefficient of variation, and it will include the variability of glomerular flow, 
pitette resistance, etc. It is easy to show that changes in these variables from 
tubule to tubule, with an underlying relation of distance down the tubule to 
amount of water absorption cannot then account for the low correlations ob- 
served between collection rates and sites of collection. They would at most 
reduce it from — 1.00 to — 0.75 or from — 0.80 to about — 0.60. The position 
remains essentially the same if a logarithmic relation of collection rate to dis- 
tance is considered instead of a linear. 

If similar figures be exammed for the frog (20) there is not the same exact 
measurement of tubular distance as for the mammal, but for the fifteen re- 
sults listed for the proximal tubule collections, the mean and median for the 
seven rates down to the first half of the tubule are 0.37 and 0.35 c.mm. per hour. 
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and for the seven collections at the end 0.46 and 0 39 c.mm. per hour, showing 
a slight but scarcely significant increase. For the frog it is true that the rate 
of glomerular collection— as judged in this series by three experiment? — 
is 0.72 c.mm. per hour (median value). Such a difference may be possibly due 
to the higher pressures at the head of the tubule (the glomerulus being here 
succeeded by a short, but comparatively narrow neck). The difference is no 
doubt also emphasised by the selection of the most suitable glomeruli for 
puncture; that is, the most distended. 

It may be reasonably concluded that the observed collection rates do not 
support the view that fluid is absorbed in the proximal tubule, but rather the 
contrary that there is no fluid absorption therein; and this agrees with the 
deductions from the permeability studies described in the present paper. 

SUMMARY 

1. In a manner similar to that of the sartorius muscle, the isolated kidney 
of the frog can accumulate K against a gradient to upwards of three times its 
normal concentration. 

2. The ^-accumulating region is identified as the proximal tubule, which in 
the isolated tissue immersed over 24 hours in the cold (2-3*0.) amounts to 
about 90 per cent of the nephron minus the glomerulus. In the fresh tissue it 
constitutes about 70 per cent. 

The cells of the proximal tubule are impermeable to Na, but freely permeable 
to K and Cl. 

3. The distal tubule in the isolated kidney does not accumulate K over the 
external concentration. The cells arc permeable to Na which they actively 
extrude. This extrusion of Na goes parallel with a loss of osmotically assocuited 
water amounting to about 15 per cent of the weight of the fresh kidney, but 
varying somewhat with the conditions, 

4. The accumulation of K in the proximal tubules is in accordance with the 
equations established for the sartorius muscle, and, as theoretically expected, 
there is no volume increase (but rather a small decrease) wth the large ac- 
cumulations, when the external Na concentration is maintained throughout. 

5. With K accumulation in isotonic mixtures Large volume changes occur as 
K is progressively substituted for Na. Over the range of external K. con- 
centration of 10 to 100 mii per litre the weight of the whole kidney changes to 
2.5 times and the water of the cells of the proximal tubules increases to over 
four times. Up to an external K value of 90 mil per litre the mean weight of the 
kidney shows a linear relation when plotted against the reciprocal of the Na 
concentration plus the small glucose and Ca concentration. This relation is 
interpreted theoretically. 

6. The effect of cyanide in the isotonic mixtures is to prevent the contraction 
of the distal tubules and to cause swelUng of the same. It docs not affect the 
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volume, volume changes, or difTerential permeability of the proximal tubule. 
At the same time the membranes of the proximal tubule cells lose their char- 
acteristic permeability at a lower level of distension in the presence of cyanide. 

7. The mean Na ratio for the kidney after 24 hours’ immersion in the cold 
is 0.26 ± 0.014 (giving standard deviation of mean). The ratio is defined as 
Nn/hg. of original tissue 

Na/kg. external fluid 

For the fresh kidnc}' tlie mean ratio is 0.39 ± 0.006. 

8. The mean inulin ratio (28 observed in the cold) is 0.23 db 0.012 and the 
same value for lO observed at room temperature. At room temperature — 2 
hour immersion — the ratio is increased by cyanide to a mean of 0.32 ± 0.028, 
but only a slight increase is caused by cyanide in the cold. 

9. The mean liemoglobin ratio after 24 hours’ immersion in the cold is 0.17 
± 0.004 and is unatTected by cyanide. 

\Vc wish to c.xprcss our gratitude to the Irish Medical Research Council for a 
grant-in-aid, and to Dr. P. Poyle for assistance in the analyses. 
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I 

Nalure of Work 

It is the commonest of observations both in actual flying and in pressure 
chamber experiments that lights become dim at high altitudes and then brighten 
on return to low altitudes. These events are due to the absence and presence 
of an adequate oxygen supply, as can be shown by their easy elimination when 
sufficient oxygen is available. 

The phenomenon itself has been demonstrated quantitatively as a rise in 
threshold of the dark-adapted eye during anoxia by McFarland and Evans 
(1939), 'by McFarland and Forbes (1940), and by Wald, Harper, Goodman, and 
Krieger (1942). (C/, also Bunge, 1936, and Fischer and Jongbloed, 1936.) 
In addition McFarland and Halperin (1940) found that visual acuity is affected 
by decreased oxygen tensions. 

Brightness discrimination and visual acuity are closely allied visual functions 
and it is not surprising that Schubert (1932-33) and GcUhom (1936) detected 
an influence on brightness discrimination, though riiey recorded sharpiy con- 
flicting results. However, McFarbnd, Halperin, and Niven (1944) have 
definitely shown that brightness discrimination is impaired by anoxia, and 
have explored the effect over the significant range of cone vision. 

Our own work — completed in 1942 but only now available because of its 
origins — confirms the findings of McFarland, Halperin, and Niven, Our 
experiments were made somewhat differently from theirs; theirs cover a 
greater brightness range, but in most of their work a single low axygen con- 
centration was compared with room air. We compared seven different oxygen 
concentrations with room air, at three moderate brightnesses invoUdng cone 
vision only. 


n 

Apparatus arid Procedure 

If 1 is the light intensity of a uniform field of vision, and A/ is the light in- 
tensity which needs to be added to a part of this field so that the particular 

• This work was done under a contract, recommended by the Committee on Medical 
Research, between the Office of Scientific Research and Development and Columbia 
University. 
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shape of tlie addition may be correctly recognized by an observer, then the 
fraction A/// is a measure of the brightness discrimination of the observer 
for the prevailing conditions. TJic larger the fraction M/I the greater is the 
contrast neccssar}', and the poorer is the brightness discrimination. 

In the present e.vperiments the visual field is a large circular area in front of 
which the observer sits comfortably and becomes adapted to its particular 
light intensity. By means of a shutter he can project the illuminated image 
of a broken circle (Landolt Ring or C) on the field for 1/5 of a second. The 
position of the break in the circle is set by the operator, and it is the task of the 
subject to discover this position by gradually increasing the brightness of the 
broken ring. 



Oiserver 

o 


Fig. 1. Diagrammatic top view of experimental arrangements. The adapting 
light I covers Uic wliole screen; while the added light Al is in the form of a projected 
broken circle. Both come from the same lamp, but arc separately variable. 


The precise arrangements in the dark room may be seen in Fig. 1 which is a dia- 
grammatic top view. The lamp, in a light-tight container, is a 100 watt concentrated 
filament projection bulb; it is operated through a voltage regulator, and furnishes 
both the background field illumination I and the added illumination A/ for the pro- 
jected C. The background beam, after passing through neutral and color filters, is 
reflected by a mirror on to tlic translucent screen composed of a sheet of flashed opal 
glass and a sheet of ground glass. The background field is 60 cm, in diameter, and 
since the subject sits 125 cm. in front of it, it subtends a visual angle of 27°. 

The added illumination in the form of the Landolt broken ring is projected by two 
lenses from an opaque slide in which 8 clear rings have been accurately cut, with the 
break in 8 different positions. The intensity and color of the projected beam is 
controlled in steps by neutral and color filters, and a neutral wedge and balancer 
determine the intensity continuously and gradually. The projected Landolt ring 
subtends 7.5° visual angle, the break being 1.5°. The reason for such a large test 
object is to place it well over the visual acuity threshold at all illuminations used, 
and thus confine the study to brightness discrimination alone. 
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After preliminar)' experiments \vc chose three field intensities, approximately 
1/1000, 1/100, and 1/10 millilambert, (actuaUy 0.00QS5, 0.0102, and 0.12 milli- 
lambert), thus covering that region of daylight vision in which contrast discrimination 
varies most rapidly v,dth illumination (Hcdit, Peskin, and Patt, 1938). To insure the 
participation of daylight vision alone even at the lowest intensity, we used red light, 
secured by inserting Wratten filter No, 29 in both light beams, llie light intensities, 
filters, wedges, etc. were carefully calibrated with the Macbeth illurainometer and a 
Martens polarization photometer. 

Conditions corresponding to high altitudes arc achieved by having the subject 
breathe from tanks containing mixtures of oxygen and nitrogen, whose concentrations 
vary between 9 and 16 per cent oxygen. The subject breathes through an oxj'gen* 
therapy mask, having a 2 liter rubber bag as reservoir. Rebreathing is prevented by 
a valve between mask and bag, and expiration is through a flutter valve to room air. 
’The rate of flow is controlled by a gauge and ^'aries from 8 to 16 liters a minute, dc* 
pending on the request of the subject. 

After adequate adaptation to the light, five successive determinations of dJ/I arc 
usually made with the subject breathing room air without a mask or compressed air 
from a tank through a mask. A specific ox>’gen mixture whose concentration is not 
known by the subject is then supplied io the mask, and an equilibrium period of 
IS minutes allowed. Determinations of A/// arc then begun, and continued until 
five successive measurements show that equilibrium has been reached. This fre- 
quently means no more than five or six trials, but occasionally It involves as many as 
twenty. In succession, various oxygen mixtures arc tested In this way, and sometimes 
the session is concluded with a repetition of room air. We found the latter to agree 
with the initial reading, and therefore did not make it regularly. 

xir 

Brightness Discrimination 

Seven men and one woman ser\’cd as subjects. W^ith the e.Tception of S, H. 
(51 years) their ages were between 17 and 25 years. 

The data are given in Table I where for each subject, at each background 
brightness and each oxygen concentration there is listed the increase in log 
A/// required as compared to the room air performance. For cas>’ under- 
standing, the significant aspects of the measurements are shown graphically 
in Fig. 2. It presents the relation between oxj'gen concentration and the 
percentage increase in the contrast fraction A/// as compared to room air. 
It is apparent that at all three background illuminations, decreasing the o:io'gen 
concentration causes a rapidly accelerated increase in the amount of contrast 
difference which can just be recognized. Thus at lower oxj'gen tensions in- 
creasingly larger brightness differences between surfaces become neccssarj* 
before they can be seen as different. 

Three aspects of this visual impairment are to be noted. Tlic first relates 
to altitude. The altitudes corresponding to the ox>'gcn mixtures used in the 
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experiments have been calculated^ and are shown in Fig. 2. From this it is ap- 
parent that for these brightnesses the deterioration of contrast discrimbation 
begins at fairly low altitudes, and is definite at 8,000 feet. At 15,000 feet 
elevation, deterioration is marked, especially at the lowest brightness where a 
contrast must be twice as great as at sea level before it can be recognized. 
Evidently for achieving ma.Yimum visual capacities at these illuminations, it is 


TABLE I 


Contrast Discrimination and A noxia 


Back- 
ground 
intensity 
log t 

Oxygen 

Increment in log A/// over room air for 

brcatlrcd 

S.H. 

S.F. 

C.D.H. 

n.A. 

J.A. 

D.P. 

A.K. 

D.D.H. 

Average 

rnilli- 

lamierts 

per cent 










-3,07 

16,6 

0.00 

0.01 

0.04 


0.08 

0.01 

0.05 

mm 

0.038 


14,8 

0.16 


-0.01 


0.13 

0,17 

0.11 

■la 

0.106 


13.2 

0.12 

IoBm 

0.09 

0.14 

0.17 

0.24 

0.20 


0.126 


12.1 

0.36 

0.15 

0.19 

0.25 

0.22 

0.33 

0.50 


0.267 


11.2 

0.32 

0.15 

0.24 


0.40 

0.33 

0.51 

mm 

0.302 


10.3 

0.35 

0.14 

0.17 

0.19 

0.24 

0.24 

0.98 


0.333 

< 

-1,99 

16.6 

0.00 

0,07 



-0.03 

0.02 

0.00 


0.013 


14,9 

0.06 

0,07 


0.04 

0.16 

0.03 

0.01 


0.042 


13.2 

0.15 

0.07 


0.11 

0.17 

0.27 

0.00 


0.119 


12.2 

0.13 

0.09 

0.14 

0.16 

mm 

0.27 

0.33 

0.15 



11.1 

0.21 

0.08 

0.11 

0,29 


0.32 

0.48 




10.3 

0.27 

0.19 

0.14 

0.30 


0.32 

0.34 



-0.92 

16.5 

0.11 

0.02 





0.03 




14.9 

0.05 

0.04 


0.07 


iimM 

0.08 

0.04 



13.2 

0.12 

0.09 


0.06 



0.03 




12.2 

0.17 

0.08 


0.16 


0.23 

0.09 

0.04 



11.1 

0.28 

O.IS 

0.13 

0.20 


0.13 

0.09 

0.04 

0.142 


10.3 

0.37 

0.17 

0.17 



0.23 

0.40 




necessary to supplement with oxygen the air breathed by those flying at even 
moderate altitudes. 

Second, a given increase in altitude causes a greater impairment in contrast 
recognition at high altitudes than at lower ones. Thus, in going from 12,000 
to 15,000 feet the increase in brightness difference required for contrast recogni- 
tion is twice as great as that in going from 6,000 to 9,000 feet. Above 15,000 
feet there is indication of a somewhat less rapid deterioration of brightness 
discrimbation. This may be due to compensation by the body for the anoxia. 

^ In the computations, proper consideration was given to the saturation of the 
inspired gas mixture with water vapor, a factor which has occasionally been neglected. 
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Third, though, the deterioration in brightness discrimination occurs at all 
three light intensities, the effect decreases as the illumination increases. The 
brightnesses included m the data cover most of the intensity range within which 


/ooo/eef 

ts /2 & ^ o 

— > » » I 1— t- I — t ■ t- 



Oxygen Concenfration^Perc&f^f 

Fig 2 Oxygen concentration and loss of contrast discrimination at three field 
brightnesses 01, 0 01, and 0001 mUhlambcrt The percentage increase required 
in the contrast fraction A/// is plotted as ordinates on a loganthmic grid. 

contrast discrimination varies. Th^ represent the appearance of objects 
after sunset, and beriN een daw n and sunrise. For a brightness ten times greater 
than our highest the deterioration is small but definite, whereas at still higher 
levels it is negligible. The two dotted curves m Fig 2 are extrapolations from 
the measurements (^. section V) and show what would be expected at higher 
intensities of 1 and 10 millilamberts; these e.xpectations have been realized 
by hIcFarland, Halpcrin, and Niven. 
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Threshold after Dark Adaptation 

Several proup? of measurements have been reported on the effect of anoxia 
on tlic linal dark-adapted threshold of the e>‘e (McFarland and Evans, 1939; 
McDonald and Adler, 1939; and Wald, Harper, Goodman, and Krieger, 1942), 
W c ina<!c similar tests first, to see whether our oxygen mixtures would give 
compamblc results; and second, to compare the effect of anoxia on the dark- 
adaptcxl ctinc thresliold with that on the rod threshold. 


TABLE n 

- ‘t': e- i v’ij afltr Adapislion 

n - * Vu!'- \ i' r'l-^r i-'rzw pven in pareatltsi? iz 'U ie fist line. The other values 

arc U '■ ircrr“'f".>> c'r:~.vrri. to room air. 


OlU-' 
1 ' ! 


fit 

11.0 
16.-1 
It.O 

13.2 

12.2 

11.1 
10.6 
0.4 


(. 1 . 01 ' 

0.01 

0.12 

O.IS 

0.35 

0.20 

0,30 


— — t-ii ia threshe’i l~:.rrn.~~ I-’’! frir’rr-2,~Ai—.}ris 


.Average 

iS 

C— — 

j Average 

0.72) 

(5.57' 

,5.59) 

(5.63) 

0.05 

o.cr 

0.05 

0.08 

o.n 

0.17 

O.OS 

0.13 

0.23 

i 0.12 

0.12 

0.12 

0.55 

I 0.27 

0.27 

0.27 

0_25 

' 0.57 

0.25 

0.31 

~ A ^ 

0.54 

0.." . / 

0.29 


— 

0 

0.42 
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with the general trend of the measurements that visual deterioration is more 
evident at lower than at higher illuminations. 


V 

CoHfrcsl Discrtini)iQtto», Final ThreskoldSf and >lnoxio 

It is possible to show that the quantitative effects of anoxia on contrast 
discrimination are intimately related to the effects on the final dark-adapted 


^ttitc/de tn /ooo/eef 
20 /6 iZ S '' o 



Oxygen Concenfrafhn’^ Percent 


0 


ft 

•s 

I 


0 

>5 

% 
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Fig. 3. Visual threshold for cone and for rod vision as influenced by the concentra- 
tion of inspired oxygen. The threshold is compared to that at room air, and it is 
apparent that the effect on cone (red light) and red (violet) vision is about the same. 


thresholds reported in the preceding section. To bring this out we need to 
recognize the well established relation between light intensity and contrast 
discrimination. 

For convenience in showing the data in Table I and Fig. 2, we presented 
the changes in the contrast fraction dJ/I during anoxia relative to the normal 
values in room air. The actual numerical magnitudes of A/// in room air for 
eight subjects are given in Table III, so that from them the numerical values 
may be derived for all other altitudes in Tabic I for each subject. 

Our interest here lies only in the average results, and in Fig. 4 these arc 
plotted against the background intensities. Through the data has been drawn 
the theoretical curve for the dependence of the intensity discrimination, AI/I, 
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Several groups r 
on the final dark- 
McDonald and / 
We made simi)* 
comparable rc 
adapted cone 


T/vBLE in 


■*zcr:r tTZ Ait 


, hj-l. 

r t ^ . 

D.?. 

AJX 


.Average 

: -n.71. -Q.iS 

-0.44! 

-0.35' 

’ -0.43 

-0.61 

-0.477 

- — i.is- 

-1.10 

-0.96' 

, -1-22, 

i -1.25 

-1.175 

■■ -;.S2: — i.74; 

-1.59 

-1.56 

' -1.73' 

: ! 

-1.74 

-1.709 
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shifted and that this is the basic MSual effect of anoxia Such a shift of the 
■whole visual function along the intensity axis has already been found by Me 
Farland and Halpenn for visual acuity, and by McFarland, Halpenn, and 
Niven for brightness discrimmation In fact, they were able to show tliat for 
a given oxygen concentration the intensity shift for brightness discrunination 
IS exactly the same size as the shift m cone threshold during dark adaptation 
In Fig 4 we ha\e drami these shifted curves for three altitudes, using the 
average threshold measurements of Fig 3 It is apparent that though the 
horizontal mtensity distance is the same between any two curves, the vertical 
distance becomes less as the intensity increases In other words, though 
anoxia actually affects the whole mtensity discnminalion function at all levels^ 
the effect is considerably more apparent at lower mtensities than at high 
One can find the precise horizontal displacement of the curves from the 


TABLE IV 

Scru^ntal Duplactmenl tn Log 1 of the Al/I Futtdton at Different Oxygen Concentrations 


Ozye<a cfinecDtratioa 

Sb flia log/ 

ftr tent 


21 0 

1 0 000 

16 6 

j 0 037 

14 8 

1 0 107 

13 2 

1 0 181 

12 1 

1 0 309 

11 1 

0 360 

10 3 

1 0 474 


measurements of contrast discrimination themselves The data m Table I 
and m Fig 2 give the vertical displacement of the A/// curves at different 
oxygen concentrations for the three light mtensities These vertical displace- 
ments can be converted mto horizontal displacements by dividing the \ ertical 
mcrement at any mtensity by the slope of the curve at that particular intensit> 
On a large scale plot of Fig 4 measured the slopes of the curve at the three 
experunental mtensities They are 0 752, 0 588, and 0 465 going from the low 
to the high mtensity 

For each oxygen concentration we have m Table I a vertical displacement at 
each mtensity Dividmg each displacement by the appropriate slope, and 
averaging the three we get the horizontal displacement for each oxygen con- 
centration These averages are given m Table IV and thus form the basic 
descnption of the effect of oxygen lack on brightness discrimination From 
them one can determme the horizontal shift of the A/// curv e for any altitude, 
after which one can then easily determme the v ertical shift m order to get the 
change m A/ // at any v alue of the mtensity Note that m Table IV the hon 







344 


AKOXIA AND BRIGniNESS DISCRIMINATION 


zontal shift for II. 1 per cent oxygen is 0.360 log unit. This agrees well enough 
with the value of 0.356 log unit for 10.8 per cent o.xygen found by McFarland, 
Halperin, and Niven to serve as independent corroboration of the measure- 
ments. 


VI 

Oxygen Lack and Retinal Chemistry 

The dislocation of the visual system during o.xygen lack is most likely an 
indication of the similar impairment of many other parts of the nervous system. 
Indeed it has been the common supposition (Gellhorn, 1942) that the changes 
in visual function are merely an index of the impairment of the central nervous 
system. While this may be true, it has not been established; and there are 
some indications that the retina itself may be the seat of the ano.xic changes 
shown in vision. 

One such sign is the high ox3'gen requirement of the retina. The rat retina 
consumes 31 c. mm. Oz per mg. per hour. This is the highest rate of oxygen 
consumption of any tissue recorded by Warburg (1927), the nearest competitor 
being kidney with an oxygen consumption of 21 c. mm. per mg. per hour. 

A related piece of evidence is that when flyers are subjected to centrifugal 
forces several times gravity they become temporarily blind before they become 
unconscious. It is thus likely that the retma is more sensitive to oxygen lack 
than the cortex. Actually Craik and Vernon (1941) have shown that the 
visual threshold can be changed markedly merely by cutting off the oxygen 
supply to the retina. 

WTiether the effects of ano.xia on the retina depend on the impairment of its 
specifically ner^mus elements like bipolar and ganglion cells, or of the rods and 
cones themselves cannot now be decided. Any consideration of the effect 
of anoxia, however, needs to begin with the theoretical formulation of visual 
chemistry which has served as an accurate description of brightness discrimina- 
tion, visual acuity, and other visual phenomena (Hecht, 1937). 

We start with two established facts. One is that the rods contain a light- 
sensitive substance, visual purple, and the cones contain a similar substance, 
visual violet, both of which absorb light and are changed chemically by it. 
The other fact is that these photosensitive substances are constantly replen- 
ished, probably by the combination of some of their photoproducts with addi- 
tional materials like vitamin A supplied by the retina and ultimately by the 
circulation. 

Let the concentration of photosensitive material in the cones in the dark be 
a. Let a-x be its concentration at the intensity I after the eye has become 
adapted to the light; therefore x is the concentration of photoproducts formed 
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which remain in the cones to be used for the regeneration of the sensitive ma- 
terial. The rate of photochemical change is 

dx/dl « hilifl — jt)’" ( 1 ) 

where hi is the combined absorption and velocity constant and m represents 
the order of the reaction, and may be 1, 2, etc. The rate of regeneration from 
the photoproducts is 

^dx/dt = (2) 

where ^2 is a velodty constant and « is the order of the reaction. At light 
adaptation to the intensity I the two rates become equal, and a pholostationary 
state is reached. Setting equation (1) equal to equation (2) and solving for 
/, we get 

hl/kt « " ri" (3) 

which represents the relations between light intensity and the concentrations 
of photosensitive substance and photoproducls at the stationary state. 

The photostationary state during light adaptation appears superficially like 
an equilibrium, in that its components remain constant. However, it is not 
a true equilibrium because it can be maintained only by the continuous addition 
of light. Without the light, the back-reaction would at once increase the 
concentration of sensitive material. And without the back-reaction the light 
would destroy all the photosensitive material and vision would disappear. 
The balance between the action of light and the regeneration reaction insures 
a steady concentration of sensitive material which thus absorbs light at a 
regular pace and converts it into chemical action at a rate set by hlija — a;)”, 
so that we continue to see the light as long as it shines. 

Equation (3) of the photostationary stale in the retina has served as a 
quantitative description for a variety of visual functions as they vary mth the 
adapting intensity of the light. Intensity discrimination, visual acuity, 
flicker perception, instantaneous threshold, all vary in a similar way with 
brightness and all fall into a comparable pattern when e.xpressed as functions 
of concentration at the stationary' state (Hecht, 1937). 

In setting up equations (1) and (2) we introduced the fewest components 
required for quantitative description and explanation. The result is that 
equation (3) involves light intensity and concentration with only the most 
necessary constants to connect them with known chemical and physical laws. 
However, in making visual e.xperiments one docs not measure concentrations 
of sensitive materials; instead, one has to measure some phy-siological property 
like brightness discrimination or \dsual acuity which is the c.xpression of nerve 
impulses resulting from the chemical transformation of the sensitive pigments 
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zontal shift for 11.1 per cent oxygen is 0.360 log unit. This agrees weU enough 
with the value of 0.356 log unit for lO.S per cent oxygen found by McFarland, 
Halperin, and Ni\'en to serve as independent corroboration of the measure- 
ments. 


VI 

Oxygen Lack and Retinal Chemistry 

The dislocation of the visual system during oxygen lack is most likely an 
indication of the similar impairment of many other parts of the nervous system. 
Indeed it has been the common supposition (Gellhorn, 1942) that the changes 
in visual function arc merely an index- of the impairment of the central nervous 
system. While this may be true, it has not been established; and there are 
some indications that the retina itself may be the seat of the anoxic changes 
shown in vision. 

One such sign is the high o.xygen requirement of the retina. The rat retina 
consumes 31 c. mm. O 2 per mg. per hour. This is the highest rate of oxygen 
consumption of any tissue recorded bj' Warburg (1927), the nearest competitor 
being kidney with an oxygen consumption of 21 c. mm. per mg. per hour, 

A related piece of evidence is that when flyers are subjected to centrifugal 
forces several times gravity they become temporarily blind before they become 
unconscious. It is thus likely that the retina is more sensitive to oxygen lack 
than the cortex. Actually Craik and Vernon (1941) have shown that the 
visual threshold can be changed markedly merely by cutting off the oxygen 
supply to the retina. 

Whether the effects of anoxia on the retina depend on the impairment of its 
specifically nenmus elements like bipolar and gangh’on cells, or of the rods and 
cones themselves cannot now be decided. Any consideration of the effect 
of anoxia, however, needs to begin with the theoretical formulation of visual 
chemistry which has served as an accurate description of brightness discrimina- 
tion, visual acuity, and other visual phenomena (Hecht, 1937). 

We start with two established facts. One is that the rods contain a light- 
sensitive substance, visual purple, and the cones contain a similar substance, 
visual violet, both of which absorb light and are changed chemically by it. 
The other fact is that these photosensitive substances are constantly replen- 
ished, probably by the combination of some of their photoproducts with addi- 
tional materials like vitamin A supplied by the retina and ultimately by the 
circulation. 

Let the concentration of photosensitive material in the cones in the dark be 
a. Let a-x be its concentration at the intensity I after the eye has become 
adapted to the light; therefore « is the concentration of photoproducts formed 
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which remain in the cones to be used for the regeneration of the sensitive ma- 
terial. The rate of photochemical change is 

Axlil « kiTia — *)•* ( 1 ) 

where ki is the combined absorption and velocity constant and m represents 
the order of the reaction, and may be 1, 2, etc. The rate of regeneration from 
the photoproducts is 


’-dx/dt — (2) 

where k 2 is a velocity constant and n is the order of the reaction. At light 
adaptation to the intensity I the two rates become equal, and a photostationary 
state is reached. Setting equation (1) equal to equation (2) and solving for 
/, we get 

kj/kt “ »"/(a — x)" (3) 

which represents the relations between light intensity and the concentrations 
of photosensitive substance and photoproducts at the stationary state. 

The photostationary state during light adaptation appears superficially like 
an equilibrium, in that its components remain constant. However, it is not 
a true equilibrium because it can be maintained only by the continuous addition 
of light. Without the light, the back-reaction would at once increase the 
concentration of sensitive material. And without the back-reaction the light 
would destroy all the photosensitive material and vision would disappear. 
The balance between the action of light and the regeneration reaction insures 
a steady concentration of sensitive material which thus absorbs light at a 
regular pace and converts it into chemical action at a rate set by kil{a — jc)”, 
so that we continue to see the light as long as it shines. 

Equation (3) of the photostationary state in the retina has served as a 
quantitative description for a variety of visual functions as they vary with the 
adapting intensity of the light. Intensity discrimination, \'isual acuity, 
flicker perception, instantaneous threshold, all vary in a similar way with 
brightness and all fall into a comparable pattern when e.vpressed as functions 
of concentration at the stationary state (Hecht, 1937). 

In setting up equations (1) and (2) wc introduced the fewest components 
required for quantitative description and explanation. The result is that 
equation (3) involves light intensity and concentration with only the most 
necessary constants to connect them with known chemical and pfaj-sical laws. 
However, in making visual experiments one docs not measure concentrations 
of sensitive materials; instead, one has to measure some physiological property 
like brightness discrimination or \isual acuity which is the expression of ner\’c 
impulses resulting from the chemical transformation of the sensitive pigments 
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zonlal shift for 11.1 per cent oxygen is 0.360 log unit. This agrees well enough 
with the value of 0.356 log unit for 10.8 per cent o.xygen found by McFarland, 
Halperin, and Niven to serve as independent corroboration of the measure- 
ments. 


VI 

Oxygen Lack and Relhial Chemistry 

The dislocation of the visual system during o.\ygen lack is most likely an 
indication of the similar impairment of many other parts of the nervous system. 
Indeed it has been the common supposition (Gellhorn, 1942) that the changes 
in visual function arc merely an indc.x of the impairment of the central nervous 
system. While this may be true, it has not been established; and there are 
some indications that the retina itself may be the seat of the anoxic changes 
shown in vision. 

One such sign is the high oxygen requirement of the retina. The rat retina 
consumes 31 c. mm. 0. per mg. per hour. This is the highest rate of oxygen 
consumption of any tissue recorded by Warburg (1927), the nearest competitor 
being kidney with an oxygen consumption of 21 c. mm, per mg. per hour, 

A related piece of evidence is that when flyers are subjected to centrifugal 
forces several times gra%dty they become temporarily blind before they become 
unconscious. It is thus likely that the retina is more sensitive to ojygen lack 
than the cortex. Actually Craik and Vernon (1941) have shown that the 
visual threshold can be changed markedly merely by cutting off the oxygen 
supply to the retina. 

Whether the effects of ano.via on the retina depend on the impairment of its 
specifically neramus elements like bipolar and ganglion cells, or of the rods and 
cones themselves cannot now be decided. Any consideration of the effect 
of anoxia, however, needs to begin with the theoretical formulation of visual 
chemistry which has served as an accurate description of brightness discrimina- 
tion, visual acuity, and other visual phenomena (Hecht, 1937). 

We start with two established facts. One is that the rods contain a light- 
sensitive substance, visual purple, and the cones contain a similar substance, 
visual violet, both of which absorb light and are changed chemically by it. 
The other fact is that these photosensitive substances are constantly replen- 
ished, probably by the combination of some of their photoproducts with addi- 
tional materials like vitamin A supplied by the retina and ultimately by the 
circulation. 

Let the concentration of photosensitive material in the cones in the dark be 
a. Let a-x be its concentration at the intensity I after the eye has become 
adapted to the light; therefore a; is the concentration of photoproducts formed 
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which remain in the cones to be used for the regeneration of the sensitive ma- 
terial. The rate of photochemical change is 

dxfii =• kilia — *)•" (1) 

where ki is the combined absorption and velocity constant and m represents 
the order of the reaction, and may be 1, 2, etc. The rate of regeneration from 
the photoproducts is 

—dx/dt e ijV* (2) 

where k 2 is a velocity constant and « is the order of the reaction. At light 
adaptation to the intensity I the two rates become equal, and a photostationary 
state is reached. Setting equation (1) equal to equation (2) and solving for 
J, we get 

hl/kt - aVffl - ri" (3) 

which represents the relations between light intensity and the concentrations 
of photosensitive substance and photoproducts at the stationary state. 

The photostationary state during light adaptation appears superficially like 
an equilibrium, in that its components remain constant. However, it is not 
a true equilibrium because it can be maintained only by the continuous addition 
of light. Without the light, the back-reaction would at once increase the 
concentration of sensitive material. And without the back-reaction the light 
would destroy all the photosensitive material and vision would disappear. 
The balance between the action of light and the regeneration reaction insures 
a steady concentration of sensitive material which thus absorbs light at a 
regular pace and converts it into chemical action at a rate set by iti7(o — x)", 
so that we contmue to see the light as long as it shines. 

Equation (3) of the photostationary stale in the retina has served as a 
quantitative description for a variety of visual functions as they vary with the 
adapting intensity of the light. Intensity discrimination, visual acuity, 
flicker perception, instantaneous threshold, all vary in a similar way with 
brightness and all fall into a comparable pattern when e.Tpressed as functions 
of concentration at the stationary state (Hecht, 1937). 

In setting up equations (1) and (2) we introduced the fewest components 
required for quantitative description and explanation. The result is that 
equation (3) involves light intensity and concentration with only the most 
necessary constants to connect them with known chemical and physical laws. 
However, in making visual experiments one does not measure concentrations 
of sensitive materials; instead, one has to measure some physiological property 
like brightness discrimination or visual acuity which is the e.xpression of nerve 
impulses resulting from the chemical transformation of the sensitive pigments 
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by light, Tliereforc there is needed an explicit formulation for the conversion 
of photochcmically effective light into magnitude of visual function. In the 
past this relation has usually been assumed as one-to-one and has been implicitly 
included in the constant /.’i. This procedure has been adequate because the 
physiological conditions of the organism as a whole have been maintained 
constant during such measurements, and therefore the relation between chem- 
ical change and physiological magnitude has been assumed constant. 

The situation during oxygen deficiency, however, demands a more explicit 
recognition of this relation because there is every likelihood that the physio- 
logical conditions inside the organism are changed, and the magnitude of the 
change may well affect the transformation of chemical change into physiological 
function. Let us still assume a simple relation between the two but let us 
merely designate a factor for it. Let the conversion of chemically effective 
light into visual function be governed by the factor a. This factor must then 
be included in equations (1) and (3) whenever these represent visual properties 
rather than merely concentrations. The simplest meaning to attach to a 
is that of a linear conversion factor from light absorbed to number of impulses 
leaving the particular sense organ, or ultimately reaching the cortex. One 
may then write 

dt'/dt = adxfdi = akil(a—x)” (la) 

as representing the rate of impulse production i during the stationary state, 
or more generally the magnitude of any physiological counterpart of the 
photochemical change. In the same visual terms the stationary state equation 
becomes 

akj/ki = x^/ia—x)”. (3o) 

Under normal physiological conditions the conversion factor a is constant 
and merges with ki to form one constant. But under changed physiological 
conditions such as oxygen deficiency a is bound to change, even though both 
ki and k probably remain constant. With lack of oxygen the conversion factor 
is surely smaller than normal, and a decreases. Thus the same chemical 
change kJia — x)’" will produce less visual effect when multiplied by a smaller 
a, which is why light appears dimmer under diminished oxygen. 

Let us now add light to a part of the visual field to which the eye is adapted. 
The intensity which needs to be added before its presence is recognized as 
extra brightness is AI. The in crease in photochemical change produced by this 
added light AI is dx/dt = IjAI(a - x)”’; but since we are interested in the 
final visual effect we must include the conversion factor a and consider 

dt/d( ~ akiA/(a — *)" 

as describing the burst of impulses produced by the added light and photo- 
chemical change. 
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Suppose that we recognize an increase in briglitness when the number of 
impulses leaving the retma (or reaching the cortex) is increased by a constant 
amount c. This makes equation (4) equal to c and yields 


AJ » 


a£i(a — x)"* 

on solving for A/. Similarly in (3fl) one can solve for I and get 
ahiia - x)^ 


( 5 ) 


(6) 


and as a result derive AT/I hy dividing (5) by (6). This yields 

Al/1 = c/k^ ( 7 ) 

from which x can be eliminated only in terms of equation (3a) when m and n 
are given specific values. Previous work (Hecht, 1937) has shown that for 
cone vision both m and n equal 2. As a result, equation (3o) yields 

* “ 1 + l/ioK t)'l‘ 

where K = h/ki for convenience. If we now substitute this value of * from 
(8) into (7) we get 

where C *= c/d^kz. 

Under constant physiological conditions the conversion factor a is constant 
and cannot be separated from the combined constant K which is merely the 
ratio ki/ki. Therefore the relation between A/// and the brightness I should 
be described by equation (9) with or without a; and as a matter of history, that 
equation does fit all brightness discrimination data from the earliest by Aubert 
(1865) to the most recent by McFarland, Halpcrin, and Niven (1944). 

^Vhen equation (9) is plotted on a double logarithmic grid as in Fig. 4 the 
shape of its curve is constant and independent of the parameters C, and a K. 
These merely locate the position of the curve on the axes: C on the ordinates 
and a 2v on the abscissas. The measurements in Fig. 4 as well as those of 
McFarland, Halperin, and Niven show that o-^gcn lack docs not change the 
shape of the curve, nor does it change its position on the ordinates. This 
means that C remains unchanged. But oj^gen lack does displace the curve to 
higher intensities, which means that either aoT Kis altered. 

The constant C stands for c/a-kn, and since C is not altered by oxygen lack, 
its components are also not altered, unless we make the extremely unlikely 
assumption that the change in the numerator is balanced by a precisely similar 
change in the denominator. The data, however, say that either a or JC or both 
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shows in all of them. However, it derreases in such a way that the deterioration 
is negligible in full daylight and sunlight. 

5. The thresholds of night (rod) vision and day (cone) vision are equally 
affected by ano.via. 

6. The quantitative form of the relation between brightness discrimination 
A/// and the prevailing briglitncss 1 remains the same at all oxygen concentra- 
tions. The curve merely shifts along the log / axis, and the extent of the shift 
indicates the visual deterioration. 

7. The data arc described in terms of retinal chemistry'. Since anoxia 
causes only a shift in log 7 it is shown that the photochemical receptor system 
cannot be affected. Instead the conversion of pliolochcmical change into 
visual function is impaired in such a way that the conversion factor varies as 
the fourth power of the arterial oxygen saturation. 
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through the layer. According to the Nernst equation its value is determined 

b}- Uie ratio of tJie transport numbers f— : — ^ 7 — whidi is equal to the 

ratio nK/vji’. «;r being tJie number of cations and the number of anions pass- 
ing tlirough tlic membrane per time unit. 

— - ^ ~ 1 

dc P Hi; -f- ?;x c ^ 

The ratio Uk/va, and therefore the value of E depends upon several factors. 

1 . ThcratioU k/U A of “migration velocities'^ or "mobilities” of cations ( 11 ^) 
and anions (U a) through the membrane. A network with narrow pores allows 
the passage of small ions and holds up the larger ions (“sieve effect”). UkIUa 
assumes thus a different value than it has in water. In a membrane, the pores 
of w'hich are filled with a non-aqueous liquid, e.g. a lipoid, the ratio, U k/U a 
is also different from its value in water. 

2. Membrane Selectivity. A network of chain molecules with laterally afiked 
ionised — COO~ groups neutralised by mobile cations (“counter-ions”) is 
permeable for cations. For the cations of the solution outside can change place 
with the mobile cations (counter-ions) inside the membrane and thus permeate. 

A membrane with fixed ionised basic groups, {e.g. — ^NH 3 +), neutralised by 
mobile ions is permeable for anions. A membrane consisting of amphoteric 
molecules, e.g. protein chains, is not selective at the isoelectric point; it is 
permeable for cations on the alkaline side, for anions on the acid side of this 
point. 

The concentration of fixed ions e.Npressed in equivalents per liter with respect 
to the liquid in the pores is a characteristic constant for a membrane, called 
below “selectivity constant” and indicated by A' (K. H. Meyer and coworkers, 
1936, 1945). 

3. The Concentration of Electrolytes. While in a membrane permeable for 
cations at a low exterior concentration only tlie cations permeate and carry 
electricity, at greater concentrations an increasing amount of neutral electrolyte 
penetrates into the pores, so that anions also participate in carrying electricity. 

If the migration velocity of these anions is greater than that of the cations, 
more anions can pass through the membrane in the time unit than cations, so 
that beyond a certain concentration the electromotive force changes < sign. 
(Teorell, 1935; Meyer, 1935; Meyer and Sievers, 1936). This phenomenon 
has long been known as “concentration effect” and nearly always erroneously 
attributed to a “reversal” of the membrane selectivity. 

4. The Solubility of Ions in the Membrane. If the pores are wide and filled 
with water, it can be assumed that ions possess the same solubility in the pore 
liquid as in water. In membranes with narrow pores however, the attracting 
or repelling forces of the groups on the pore surface can no longer be neglected. 



KURT H. MEYER AND P. BERNFEID 


355 


Increase or decrease of salt concentration in the pore liquid may follow. The 
salt will thus seem either more or less soluble than in the exterior aqueous phase. 
Moreover membranes can also be filled with a liquid other than water in which 
ions have a different solubility. We can take this into consideration by intro- 
ducing the partition coefficients Ik (cation) and Ia (anion), which are equal to 
concentration in the pore liquid divided by concentration in water, or to activity 
coefficient in w’ater divided by the activity coefficient in the pore liquid. 

To begin with it is best to make the following simplifying assumptions. 

1. The membrane is homogeneous; t.c., it does not consist of layers of different 
properties and is not a mosaic. 

2. The concentration of the electrolytes in the liquid layers which are in 
direct contact with the membrane surfaces is constant, so that an unvarying 
flow of ions is established within the membrane (and a stationary state on both 
surfaces). 

3. The partition coefficients are independent of the concentration of the salt. 
We then arrive at the following equation: 


^ RTT , Xi/A+u , 1 , (xj/zt-j-DlariM-Dl 

7 + “!)(*.//+ i)J 

where u ■= i » » V4c' + ^‘ i A - — 7 == 

uk + Ua VU'U 


( 2 ) 


The Membrane Potential in the Study oj Membranes 
By measuring the membrane potential at various concentrations of the elec- 
trolyte one obtains several equations from which the unknown quantities 

Af 

Ux/Ua and ^ —7= 

Vix-U 

can be deduced. 

By comparing the values of A for the same membrane and salts with the same 
anion one obtains; 

_4L=:— 4^ - j/'fi 

The absolute values of A* and of Ir and Ia cannot be determined. One relates 
these values to Ir* and ?ci- taken as units. A, determined with KCl, is thus 
by definition equal to A\ the ^‘selectivity constant.” 

Similarly the migration velocities XJk and Ua are related to Vc\ taken as 
unity. The ratio XJrJUa to VrJUa for tw’o salts with the same anion gives 
the value for UrJUr^. It is thus possible to relate migration velocities of all 
cations to that of and this to that of Cl". 



356 


POTENTIOMETRIC ANALYSIS OF MEMBRANE STRUCTURE 


Serious objections to this theory have been recentl}’’ formulated by Sollner (1944). 
He compared the values of A p (concentration of fixed ions in the pore liquid deter- 
mined by the potentiometric method) with Ak (the concentration of fixed ions deter- 
mined by base exchange capacity and the water content of the membrane). He finds 
large discrepancies between Ap and A t which he attributes to some “inherent weakness” 
of the theory. 

We wish to emphasize in tlie first place that according to our theory one cannot 
determine by potentiometric analysis the absolute value of Ap, but only the value of 
A' 


■^^y == . Secondly, Sollner neglects, in deriving the value of A i, the well known 

Donnan hydrolysis of insoluble acids. His simplified Equation 3 is thus erroneous. 
In tlie third place, the e.xperimental method used to analyse the base exchange ca- 
pacity is open to severe criticism. The fact that the presence or absence of salt does 
not alter in any appreciable manner the pH reading, proves that the observed varia- 
tions of pH are within the limits of experimental error. Indeed if cation absorption 
is very small, considerable errors may arise from the solubility of glass or impurities in 
the solutions or the water. We think therefore that SoUner’s results do not in any 
way invalidate our theory. 


Determination of A and Ur/Ua by Means of Graphs 


In order to simplify the evaluation of the potentials one can use a system of 
graphs based upon the following principles. As shown in Equation 2 the value 
of E depends on n {i.e. on U k/Ua), on XifA, and x^/A {i.e. on c^/A and on c<>/A). 
If tJie ratio of concentrations is kept constant, e.p ci'.cz = 1 ."2, then E depends 
on two parameters only, namely UrIUa and Ci/A. For a given value of 
UrIU A {c-g- Ur/Ua = 1) a curve is drawn of E as a function of log A/ci. 
For every other value of Ur/Ua, one obtains another curve (Fig. 1). This 
graph serves as a basis for the evaluation. 

A series of measurements of E are now made keeping the ratio of concentra- 
tion of electrolytes equal to 1:2, i.e, 0.01/0.02 n; 0.02/0.04 n; 0.04/0.08 n; 
0.08/0.16 n; 0.16/0.32 n. These readings of E are entered in the graph as 
functions log 1/ci. We then obtain a curve, the “selectivity curve,” which is 
characteristic for the membrane and the electrolytes chosen. 

The experimental curve is now compared with tlie curves of the graph. We 
ascertain which curve it can be made to fit by displacement parallel to the 
abscissae. This gives the value of Ur/Ua. We then measure the displace- 


ment: it is equal to the difference log A/ci — log 1/ci and therefore equal to 
log A. As already mentioned tlie real “selectivity constant” A' cannot be 

determined by this method, but only the value A = ^ meas- 


ured with KCl is the “selectivity constant” of the membrane. 


Selective Permeability for H Ions 

Where several electrolytes are involved, ail cations participate in the trans- 
port of positive electricity and contribute thus, according to their concentra- 




log Alct 

Fig. 1. Potential diSerence E as a function of log A/ci for different values of 

Us/V^. 

influence of Na ions, the conccntraUon of which is 10® tunes greater. If, 
however, a membrane permeable only to H ions and impermeable to all other 
ions is set between the two solutions, there results a membrane potential, such 
as would be the case, if only the H ions were present, the others being excluded 
from carrying electricity and therefore from influencing the membrane poten~ 
lial. The existence of such specific H ion permeability is thus best revealed by 
means of buffer solutions. 

One cannot, however, distinguish whethcra membrane is permeable forH ions 
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only or OH ions, or both. One can only say that a membrane is impermeable 
to all ions except H or OH. For, as the product [H+j • [OH-] remains constant, 
the effect of the H ions in the two solutions equals that of the OH ions; 


lOH-h 

F '’iH+h F IOH-], 


RT 

Y 2.30(pHi - pH,) 


(3) 


at 15° one obtains: E = 57 (pHj — pHj) mv. For greater simplicity, we shall 
speak of this as H ion permeability. 

A membrane of this t3^pe is the well known glass membrane of the “glass 
electrode.” Many S3mlhetic organic membranes, c.g.- the collodion membrane 
of Michaelis (1926) exhibit the phenomenon of specific H ion selectivity in a 
very imperfect wa}"^: the migration velocity of all other ions is only greatly 
diminished with respect to the velocity of H ions, but is not reduced to zero. 


V G. 



Analysis of a Membrane Consisting of Layers 

In the case of membranes consisting of layers of different permeability, the 
total potential observed can be considered as the sum of the individual poten- 
tials of each single layer. But only the outer layers can be analysed in the 
following way. The concentration of the solution on one side of the membrane 
is kept constant, while on the other side solutions with increasing concentrations 
are successively brought to bear, each concentration doubling the previous one; 
f.c., Cl, C2 = 2 Cl, Cz — 2 C2, etc. E is measured immediately after the change of 
the solution. Only in tlie outer layer q~Gz (Fig. 2) is equilibrium immediately 
obtained, while between Gi and q the preceding ion distribution remains at 
first unchanged, so that the sum of individual potentials is kept constant. 
The potential cj/outer layer/c2 is given by the difference E {cnicf) — E {cjcit- 
Thus by plotting this number and the following; E icn/cf) — E ifijcf), etc., the 
selectivitj’- curve can be drawn. The value A and the ratio Uk/Ua for the 
boundary layer can then be obtained as described above. 

H ion selectivity can be tested b}”- putting buffer solutions of different pH 
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successively in contact with one surface of the membrane and measuring the 
difference between the potentials obtained. 

If the pores of the outer layer are wide, the adjacent solution soon penetrates 
towards the inner layers. Hence the electromotive force is obviously influ- 
enced and may slowly change. 

If, after a while, the electromotive force reaches a constant level, it can be 
assumed that the solution has reached a deeper narrow pored layer through 
which diffusion is very slow. 

If a membrane in layers is bathed by the same solution on either side, no 
potential will be observed if equilibrium is attained. If this is not the case the 
membrane presents the phenomenon of **asymmetric potentiaV* This can be 
explained in the following way. If the ions of the inner layers of the membrane, 
on their way into the adjacent solutions or vice versa from the solutions into the 
interior have to pass through layers of different selectivity on both sides of the 
membrane, a concentration potential will arise. This asymmetric potential 
disappears more or less rapidly with death, while living processes maintain the 
disequilibrium. 

If a membrane is of the “mosaic type,” its permeability and selectivity are 
determined by the areas of greatest permeability. 

Application of the Method to the Analysis of the Frog Skin 

A great number of synthetic membranes have been analysed according to 
the principles explained above. We shall now undertake to apply this method 
to a living membrane, namely the skin of a frog's belly. As the membrane is in 
layers, only the relevant methods can be employed. A general remark must, 
however, be made. The electromotive force obtained, after having changed 
the solution on one side of a living organ, often does not remain constant, but 
changes slowly. This variation might be caused by permeation through an 
inner layer as mentioned above. But in dealing with living membranes, an 
entirely different phenomenon may occur; i.c., excitation can provoke biological 
reactions which involve a changing of ionic concentration or permeability 
inside the living membrane. Thus the true cause of variation cannot always be 
determined. 

Experimental Methodt Material, and Treatment 

Experiments were carried out on healthy, well fed specimens of frogs /cw- 
porori(C) caught in May or September. The frogs arc beheaded, the skin of tlie belly 
is cut out, and stretched with needles on a flat cork ring K of 32 mm. inner diameter. 
The skin U is then flrmly placed in the apparatus shown in Fig. 3 between two rubber 
stoppers C with cj’hntlrical holes of JO mm. diameter. The two rubber stoppers arc 
pressed against each other by means of three screws S, through two parallel brass 
plates P with holes, so that the frog skin separates the two inner chambers in the rub- 
ber stoppers. Through these holes tw’O glass %'essels A and B arc brought to vrithin 7 
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njm. of the membrane. In cell A a solution of constant concentration flows slowly 
along tlie membrane without interruption during the whole series of readings In 
cell B too the solution flows slowly over the membrane; this solution can be rapidly 
changed. The apparatus is slightly inclmed so that tube R, slightly curved dovra- 



wards at its end and brought as near as possible to the membrane has its orifice at the 
lowest point of cell B. Through tliis tube the solution Li of cell B can be drawn away 
in a few seconds by means of a water pump. The new solution ia can then be turned 
on from one of the reservoirs Z, with a wide tap. By again drawing off the solution 
through tube R and refilling with solution Zj, cell B is rapidly and thoroughly washed 
and finally filled with solution Zj whicli flows in slowly from a reservoir Y through 
tube R after turning the three-way tap Z>. Excess of solution is drawn away by the 
water pump through a capillary tube M, Oxygen bubbles through the solution 
through another capillary tube 0 reaching dose to the membrane. Cell A is fitted 
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with a T-tube T one end of which goes dose to the membrane. Through the other 
end protruding above, a solution is let in from ^ese^^’oir G, and the excess flows away 
through tube U. Through the third branch of tube T a capillary tube N is set dose 
to the membrane to allow bubbling of oxygen. The gas escapes through the water 
level tube IF. Cells and B are connected by means of strings soaked with dilute 
KCl solution with vessels contaimng saturated KCl solution; the latter are connected 
to calomel electrodes. Readings are carried out by means of a compensation bridge. 
As zero instrument an electrometer trtode is used, the grid-circuit of which is linked 
to the compensation bridge. A galvanometer is placed in the anode drcuit. By 


Acc 



Fig. 4. JS, membrane with unpolarisablc electrodes; /, double switch; E„ grid 
polariser; £„ anode batter}'. 

means of a double-pole swteh in the grid-dreuit it can be obscr\*ed — independently 
of the slow variations of anodic current — %vhether the potential is exactly com- 
pensated or not. The sensibility of the bridge is about ±0.5 mv. (c/. Fig. 4). 

In order to study the outer epithelial layer of the skin, the inner side is 
brought in contact with Ringer solution (6.5 gm. NaCI, 0.2 gm. KCl, 0.2 gm. 
CaCb, 0.32 gm. NaHCOa, 1 gm. glucose made up to 1 liter with water). The 
pH of 7.7 to 7.8 is checked with a quinhydrone electrode. The outer side of 
the skin is brought into contact with solutions of NaCl or KCl, beginnmg 
with the concentration of 0.01 a, then this is doubled and so on. 

In order to study the inner layer of connective tissue (corium), the epithelial 
side is brought into contact with tap ^vater. Water in Geneva contains about 
50 mg. Ca and 12 mg. Mg per liter as hydrogen carbonates, chlorides, and sul- 
fates, pH = 8. 
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To determine the specific H ion permeability, the following buffer solutions— 
practically isotonic with Ringer solution — were used. 


Solution of 

2m NiiCl 

O.IM NajUrOi 

O.InHCI 

Filled to 


cc. 

cc. i 

c<;. 

CC, 

pll 7. 7-7.8 

50 

50 

2 


pll 7.4 

so 

50 

5.5 


pH 6. 8-7.0 

SO 

50 

19 


pH 6.5 

so 

50 

1 28.5 

1000 


In these solutions the concentration of Na+ and phosphate ions remains con- 
stant, tliat of Cl“ ions varies not more tlian from 0.1000 to 0.1030, and hydrogen 
ion concentration alone increases to twenty times its value. The pH values 
of tlie solutions are checked by means of the quinhydrone electrode. They vary 
slightly with the water used and the age of the solution, due to variations of 
CO 2 content. 

In several experiments Ringer solution with which CO 2 had been mixed, was 
used as acid solution. Its pH was each time potentiometrically determined 
(pH 6.8 to 6.0). 

The Influence of Respiration 

When the skin of a freshly killed frog is bathed on both sides by Ringer 
solution through which o.xygen bubbles to maintain respiration, the liquid 
touching tlie inner surface (corium, connective tissue) is charged positively. 
The potential rises gradually and after an hour at most it reaches a practically 
constant level of 50 to 100 mv. If, however, the skin is bathed by I^ger 
solution on the inside and tap water on the outside, the potential immediately 
obtained is of a lower value and sometimes even of opposite sign. It changes 
progressively in tlie same manner as stated above; f.e., the inner surface 
(corium) becomes more positive till a practically constant level is reached after 
about an hour. This potential is, however, from 30 to 60 mv. less positive 
than in the first case. Reactions which slow down combustion processes in 
the cell, e.g. deprivation of oxygen or cooling, cause the resting potential to 
become progressively more negative with respect to the inner surface. After 
letting in oxygen or after heating to room temperature it regains its former 
value. Hydrocyanic acid which interrupts all combustion processes in the 
cell, makes the inner surface rapidly more negative. If tlien Ringer solution is 
applied on both sides, the potential may differ considerably from zero; thus 
the HCN does not lead to a destruction of ceU membranes which would cause 
tlie potential to sink to zero. 

All these observations are in good agreement witli tlie important statement 
made by several previous authors that the resting potential depends i^on 
respiration. As Mansfeld (1910) and later Leutliardt and Zeller (1934) 
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pointed out, lack of oxygen renders the potential on the inner side (corium) 
more negative. It is shifted in the same direction by all influences such as 
removal of glucose which slacken the combustion process. Huf (1935) showed 
that the potential falls in spite of 'the pre^nce of glucose, when the skin has 
been poisoned with bromoacetic acid and can therefore no longer oxidize glu- 
cose. On adding lactate which can be utilized even by poisoned cells, the 
potential rises and returns to normal. 

The influence of temperature studied in detail by Barnes (1939) is most 
typical. Cooling down to 4-5® C. causes a drop of potential in the course of 
IS to 30 minutes. Further cooling to 0® produces another slow decrease which 
finally ceases. Heatmg to 20® causes the potential to rise very rapidly to 
normal. The increase can amount to considerably more than 50 mv. The 
relative rise of the potential is thus many times greater than the relative rise 
of T, There is in fact no proportionality between T and the potential ob- 
served, as should be the case if the effect of temperature on the potential was 
merely a physical one. According to Barnes, inhibition and acceleration of 
combustion processes caused by variation of temperature, make the potential 
fall and rise. 

Narcotics such as chloroform or fatty alcohols (Leuthardt and Zeller) and 
poisoning by deuterium oxide (Barnes) also lead to a fall in potential; if the 
narcotics or the deuterium oxide are washed away, the potential returns to its 
normal value. 

Before beginning experiments with salt solutions, one must wait till a practi- 
cally constant resting potential is attained. Temperature and oxj'gen supply 
must be kept constant throughout the experiment in order to exclude all possible 
variations of potential due to influence of respiration. 

Sometimes the resting potential fails to become entirely constant, but de- 
creases slowly and regularly. This is probably due to a certain slowing dowTi 
of combustion processes in the living cells. However, the change of potential 
generated by varying the solutions is so rapid that this slow decrease does not 
interfere with the readings. 

If the potential takes time to stabilize, for instance if buffer solutions arc 
applied to the inner surface, the double influences of metabolism and buffer 
solution are superposed. Each value can, how'cvcr, be evaluated from the ' 
curves obtained (viz. Fig. 8, curve 6, page 370). 

The skin remains alive in the apparatus about 12 hours. The living condi- 
tion can be tested by cutting off the oxygen; tiiis ought to cause a drop of 
potential if the skin is alive. 

Study of the Outer Surface of Frog Skin 

When the outer epithelial surface is bathed in tap water and the inner one 
(corium) in Ringer solution, a low negative potential with respect to the outer 
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surface is generally produced. By substituting distilled water for tap water, 
the electromotive force changes sign. This can be explained if tap water ions 
penetrate into the outer layer and pass out again through a membrane which 



Fig. 5. Selectivity curves of frog skin. I, NaCl without buffer; II, treatment with 
Ringer, then KCl buffered to pH 7.8; III, KCl after treatment with CHCI 3 ; IV, KCl 
buffered to pH 7.8 without preliminaiy treatment; V, KCl without buffer, witliout 
preliminary treatment; A, reference curve for cation selectivity; B, reference curve 
for anion selectivity. 

is chiefly permeable for cations, tlius imparting to the adjacent solution a 
positive charge. The outer epithelial layer is thus normally permeable for 
cations. 

For a further study of the outer layer, Ringer solution was applied inside 
and salt solutions outside, beginning with the concentration of 0.01 N, then 
0.02, 0.04, 0.08, etc. The salt solutions were rendered isotonic with Ringer 
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by addition of sucrose. By means of the differences of the potentials measured, 
the selectivity cur\'e was drawn (Fig. 5 and the following table). When, at 
the end of each series of readings, the first solution was applied again, the first 
potential was restored immediately or very rapidly. ’ 


Cwrw /, 5 


Interior j 

Exterior 1 

1 

H 



1 


1 

■wi 



+ 1 

Ringer 

0.01 NNaCl 


-62 



+ ' 

Ringer 

0.02NNaCl 


-74 

+ 0.01/0.02 - 

12 

+ 

Ringer 


— 1 

-80 

-h 0.02/0.04 - 

6 

+ 

Ringer 

1 O.OS NNaCl 1 

— ' 

-83 

+ 0.O4/0.0S - 

3 


For curve 1, Fig, 5, A was found equal to 0.02, the membrane being cation- 
permeable. All other frogs gave similar values. 

The selectivity curves for KCl are quite different. If the skin is bathed by 
Ringer inside and KCl outside, no constant potential is attained and the 
potential differs with each specimen tried. This can only be caused by an 
active reaction of the skin. 

If on the other hand KCl solution is applied on both sides of the skin, constant 
and reproducible potentials are observed. But as is shown by the following 
table and the selectivity curve V (Fig. 5), the exterior epithelial membrane 
has become permeable for anions. 


Curve V, Fig. S 



Interior 

Exterior 

E 

DtiTerenen relative to exterior 






mr. 



n>. 

(Beginning) 

+ 

0.16 N KCl 

O.IOnKCI 

- 

-1 





+ 

0.16 N KCl 

O.OInKCI 

— 

-52.5 






0.16.vKCi 

0.02 nKQ 

— 

-37.5 

- 0.01/0.02 

-f* 

15 


+ 

0 16 N KCl 

0 04 N KCl 

— 

-23.5 



14 


+ 

0.16 N KCl 

0.03 n KCl 

— 

-11 


+ 

12.5 


+ 

0.16nKC1 

0.16NKCI 

— 

-1 

- O.OS/0.16 




— 

0.16 N KCl 

0.32 N KCl 


+5 

- 0.16/0.32 

+ 

6 

(End) 


0.16nKC1 

0.16 n KCl 

- 

-1 





The membrane has thus changed from being cation-permeable and add in 
character to anion-permeable and basic. The epithelial surface of the skin 
must therefore be amphoteric and consist of amphoteric proteins. Amberson 
(1936) found this in dead frog skin. Its isoelectric point is given by him as 
pHS.l. On its alkaline side it is permeable to cations, on the acid side to anions. 

This anion permeability which occurs under the influence of K ions, can only 
be explained by production of acid under the action of potassium which brings 
the intercellular fluid to the acid side of the isoelectric point. This explanation 
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accounts also for the curious and varying results obtained by placing Ringer 
against KCl: the alkalinity of Ringer more or less neutralises the newly formed 
acid. 


Distinct cation selectivity, however, can be obtained also with KCl, if the 
skin is placed for a while before the experiment in Ringer or 0.1 N NaCI buffered 
with phosphate to pH 7.8 and if tlic KCl at pH 7.8 is applied outside (curve H, 
Fig. S). That the acidifying process must be considered as an active reaction 
of tlie skin, can be shown by treating the skin beforehand with chloroform 
vapor: it then retains its normal cation permeability in the presence of KCi 
without the allcaline treatment {cf. curve HI, Fig. 5), 

Tlie selectivity cur\'es show that the selectivity constants for cation perme- 
ability and therefore the concentration of fixed acid groups is considerably 
lower (A ^ 0.02) than when we have anion permeability (A = 0.05 to 0.1). 
It can be inferred that either the proteins of the epithelium possess more 
bound basic than acid groups, or that the water content of the membrane is 
reduced in an acid milieu. 

The ratio 'Uk/'U a is found to be near unity for NaCl as well as for KCl, 
while in water UnJUcx equals 0.6. The migration velocit)'' Na+ in the mem- 
brane is tlius relatively higher tlian in water, and practically as high as that of 
K+. 


Solubilities of and Na"^ in the epithelial layer cannot differ very much 

A' A' 

since the selcctivitj’’ constants ^ = ■ and practically the same. 

The influence of different H ion concentrations on the potentials was studied 
by means of buffers from pH 6 to 8. There was no potential difference between 
the different buffers. The epidermis is thus not specifically permeable for H 
ions; it behaves quite differently from the inner surface of the skin as we shall 
see below. 


Study of the Inner Surface of Frog Belly Skin 

The curves of selectivity were determined with tap water on the epithelial 
side of tlie skin and with NaCI or KCl solutions on the inner surface. Within 
the limits of error, no potential difference was generated upon changing the 
concentration of the salts. The selectiidty curves are straight lines parallel 
to tlie abscissae. Hence A = 0: there is no cation or anion selectivity. 

In order to investigate the membrane with respect to H ion selectivity, tap 
water was applied to the outer surface and buffer as described above of pH 7.8 
to the inner surface (corium). When tlie potential had remained constant 
for half an hour which was generally the case after 1 hour, a more acid solution, 
e.g. of pH 6.8, was applied. After a period of latency lasting several minutes, 
often even a quarter of an hour, the potential dropped at first slowly, then 
rapidly, the inner surface becoming more negative, till a potential difference 
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was obtained which corresponds ahaost exactly to exdusiv e H ion permeahihty, 
accordmg to the equation (mv at 15°) 

„ sr, [H+Ji jiT 

” T “ (hTTi ■ ^ “ 7- 2 30(pH, - pH.), E = 57(pH, - pHd 

IVhen the first solution of pH 7 8 is again apphed, E nses after a short period 
6.5 



Fig 6 Effect of phosphate buffer of different pH on the potential of frog skin 
Buffer applied to conum, tap water to epidermis Sign related to coxium 

of latency to its former value The whole c>cle can be repeated several times 
(Figs 6 and 7) The following measurements were read inter aha 


Curve i, Ftg 6 


pH chinges 

£ obsen ed 

F calcttlited 


mr 

«r 

7 8/6 8 

~6J 

-57 

6 8/7 8 

+60 

+57 

7 8/6 8 

~53 

-57 

6 8/7 8 1 

+55 1 

+c7 

7 8/6 8 1 

-5-i 1 

-57 

6 8/7 8 1 

~r~tS j 

+57 
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TJlis confirms (.he Jiypothcsis that the observed variations of potential are not 
due to a variation in respiration which is suppressed by hydrocyanic acid, but 
are caused a direct p}i}'sical-chemical action of the solution containing COz 
on the selective membrane. 



Fig. 8 . Effect of Ringer + CO2 of different pH on the potential of frog skin. 
Ringer applied to corium, tap water to epidermis. Sign related to corium. 

Conchtsions Concerning Skin Structure 

These experiments combined with known data lead to the following con- 
clusions concerning the multilayered structure of the skin. The interior surface 
consists of a non-selective layer which is porous and easily permeable for large 
ions. Then comes a membrane which is practically exclusively permeable for 
H ions. This layer is veiy thin as the electrical resistance of the entire skin 
is rather low. Immediately adjoining this there is a layer in which carbonic 
acid is generated by respiration and passes in part into the serum and is then 
carried away. The acid diffuses out as CO2 . This involves a greater concen- 
tration of CO2 and therefore of H+ in the COa-producing layer than in the inter- 
cellular liquid on the other side of the thin selective membrane. The potential 
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difference caused by the different concentrations of on both sides of the 
thin membrane depends obviously on the rate of production of CO 2 and there- 
fore on the intensity of the respiration. Next to the COrproducing layer, 
there are cells which under the influence of KCl can produce acid. Finally 
comes a layer of amphoteric proteins which form the outer surface. 

We shall compare this picture built upon potcntiometric measurements with 
histological data. Frog skin, 0.1 to 0.2 mm. thick, consists of an inner layer 
of connective tissue about half as thick as the whole skin and containing 
several ^'chromatophores” (layer 5, Fig. 9). This layer corresponds to the 
inner porous layer mentioned above. Next follows a very thin homogeneous 



Fig. 9, Cross-section of frog skin. (1) Stratum squamosum; (2) epithelium; 
(3) stratum gerrninativum; (4) membrana basilaris; (5) conum. 

j 

membrane (4, Fig. 9), called basal membrane, which is obviously identical with 
the selective layer. It stains with methyl red and must therefore consist of 
proteins of the collagen type. Close against the basal membrane is located the 
stratum gerrninativum, a layer of prismatic epithelial cells about thick and 
10 to 20 m long (3, Fig. 9). These prisms arc perpendicular to the skin surface. 
The cells are connected by protoplasmic fibres and constantly dividing to form 
other epithelial cells. These cells must have an intense metabolism and are 
probably the main source of carbonic acid. Then follow 5 to 7 layers of epi- 
thelial cells of equal size which are alive but do not divide. Finally at the 
outer surface there is a layer of flat dead epithelial cells (stratum squamosum). 
There is thus a large measure of agreement between our own conclusions and 
the histological picture of skin structure. 

As has been pointed out, variation of the pH at the outer surface had no 
effect on the skin potential; only the variation at the corium side led to the 
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delcclion of the membrane permeable to H ions. When the corium was thick, 
the potential followed only slowly the pH variation. There can be little doubt 
that permeability to H ions of the basal membrane will be perfectly hidden, if 
the corium is verj’’ thick and tight. The absence of any effect on the potential, 
when the pH of the adjacent solution is changed, therefore does not prove the 
absence of an interior layer permeable to H+ in a multilayered membrane or 
organ. 


Conclusions Concerning the Resting Potential of Frog Skin 

As pointed out above the corium is separated from the living cells of the 
stratum germinativum by the thin basal membrane which is specifically 
Iiermeable to I-H ions. Carbonic acid is continuously produced in respiring 
cells; the C 02 which diffuses out through the basal membrane is carried away 
by the serum and blood. At constant temperature and oxygen supply a 
stationary state will thus arise which involves a gradient of CO 2 and therefore 
of H ions on both sides of the basal membrane. Owing to this gradient a 
potential must e.\ist across the membrane, thecorium side being positive. This 
potential probably accounts for a great part of the asymmetrical potential 
which is observed when the skin is bathed in Ringer on both sides. It seems 
possible, however, that other ions produced in respiration processes contribute 
to the obsen'cd potential. 

Any variation of the respiration and the CO 2 production of the living cells 
must influence tiie gradient of CO 2 and therefore the potential across the 
membrane. The very marked influence of respiration processes on the poten- 
tial is thus e.\'plained. 

If, on the other hand, the skin is bathed in Ringer inside and tap water 
outside, the observed potential is near zero. The potential across the mem- 
brane must, therefore, be compensated b)'’ a potential of opposite polaritj^ which 
is located between the respiring cells and the tap water. If the fluid and the 
water are separated from each other by a layer which is permeable to cations, 
as is indeed the case (stratum squamosum), a potential must occur which is of 
opposite polarity to the potential across the basal membrane and can therefore 
compensate it. 

Previous Work on the Ion Permeability of Skin 

(a) Frog’s Skin . — Leuthardt and Zeller (1934) studied the ion permeabilit}^ 
of frog skin by means of concentration potentials. They found the outer la 3 '-er 
to be selectively permeable for cations even in the presence of KCl, Polyvalent 
electrolytes in medium concentration and univalent electrotytes in high concen- 
tration lead to a “reversal of the membrane selectivity.” TJie observed rever- 
sal of polarity which occurs when passing from a lower to a higher concentration 
cannot be attributed to a reversal of the selectivit}'-, but should be explained 
as follows: If the migration velocity of the anions is much greater than that 
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of the cations as in the case of Cl' and slow polyvalent cations, then bej ond 
a certain concentration more anions pass through than cations, and the electro- 
motive force changes sign 

(6) Eutnan Shn — ^The ion penneabiUty of human skm was studied in 
particular by Rem (1926) Two fingers of the same hand are placed m two 
vessels contammg KCI solution The skm of one finger is m}ured, while the 
other IS left mtact The solutions are connected m the usual manner to 
impolansable electrodes by means of concentrated KCl solution 

The concentration of the solution bathing the injured finger is kept constant 
(1 N KCl), while the other is increased from 0 001 n to 0 01, 0 1, and 1 ^ The differ- 
ences between sucoesswe readings can, be used in plotting the selcctivit> curve, the 
results of fi\ e senes of experiments are given in the following table 


KCl 

1 



ffit 

mt 

fliff 

mt 

nc 


+ 0 001/0 01 - 

9 

10 

9 

9 4 j 

IS 6 


+ 0 01 /o 1 - 

4 2 

11 

3 

9 6 1 

13 4 

+8 

-01/10 + 

-4 2 

-3 

-5 

-4 1 

+s 

-2 


These potential differences may be recalculated for a concentration ratio 1 2 
The following values are thus obtamed 


KCl 

fit 

+ 0 003/0 006 - 

+} 

+ 0 03 /O 06 - 1 

+2 

- 05 /iltf + 1 



The outer surface of the human skm is thus found to be always cation- 
permeable, though the selectivitj' is very small (/! = 0 001) as is evident from 
the curve of selectivity which was drawn with the vulues of the last table In 
addition a small influence upon VkIV a is observed For high concentrations 
UkIU A approaches the value 0 8 mstead of 1 as m water The reversal of 
potential be> ond a certam concentration is not to be attributed to a rev ersal 
of skin permeability, but to the increasing influence of rapidly migrating anions 
as pomted out abov e 


Rem's experiments with AlCU can be explained in the same manner The follow- 
ing values were obtamed by subtracting the potentials measured m four senes of 
experiments 
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In vcrj’ dilute solution the cation A] ' * ^ alone carries electricity across cation- 
permeable membranes: however a concentration of 0.001 n is already sufficient to 
provoke a reversal of polarity duo to penetration of Cl" ions which migrate much more 
rapidly than A1+++ 

The conclusion that human skin is cation-permeable, is in agreement with the 
disturbances of neutrality obscr\'ed by Rein and known as the “Bethe-Toropoff 
clTect” (1914, 1915). If a direct current flows through a cation-selective 
membrane, a column of anions migrates towards the anode and a similar column 
of cations towards Uic cathode. But the anions are held back by the membrane 
and accumulate on the cathodic side, thus attracting H ions through the 
membrane from the anodic side. Thus an acid reaction is produced on the 
cathodic and an alkaline reaction on the anodic side. Under the anode the 
interior fluid of tlie skin becomes acid while under the cathode it becomes 
alkaline. The pain felt by the person subjected to the experiment was proba- 
bly due to a change of pH in the intercellular fluid of the skin tissue. 

Study of the M nsdc Fibre with Respect to E Ion Selectivity 

The fact that membranes witli selective H ion permeability e.x:ist in living 
organs induced us to investigate the membrane of muscle fibre. For such 
experiments the buffer solutions ought to be applied directly to the membrane 
sheathing a single fibre, while the other solution should be applied to the 
interior of the fibre or to an injured spot. But as we cannot manipulate 
isolated fibres in our laboratory, we had to carry out the experiment with whole 
muscles. It is, however, practically impossible to bring a solution containing 
large ions, such as phosphate ions into direct contact with tlie majority of the 
fibres inside since diffusion through the interstitial fluid is much too slow. The 
potential thus observed will be principally a diffusion potential between buffer 
and interstitial fluid, while the membrane potential will not be modified. As- 
suming tliat CO 2 would penetrate more rapidly inside tlie interstitial fluid and 
modify the pH in the immediate vicinity of at least a great part of tlic fibres, we 
e.xposed die uninjured part of tlie muscle alternately to air and a mixture of 
80 per cent CO 2 and 20 per cent oxygen. One electrode was connected by 
means of Ringer or Ringer -f CO 2 witli this uninjured part, the other electrode 
with the injured part whicli was kept constantly in oxygen or air. The full 
magnitude of tlie potential difference for exclusive H ion selectivity can, how- 
ei^er, by no means be e.xpected because of tlie slow diffusion and shunting 
tlirough the interstitial fluid. 

The muscle (sartorius of temporaria) is cut off at the pelvis, keeping the insertion 
at the luiee intact. It is then placed in a chamber witli two compartments separated 
from each odier by a partition with a hole in it. The muscle is pulled through the 
hole until one half of the muscle is in each compartment. The hole is then stopped 
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up with vaseline. In this maimer the uninjured and injured halves of Uic muscle 
can be exposed to different gases. Strings soaked in Ringer are laid on the muscle to 
establish rontact with the electrodes. 

The compartments were first filled with air until the injury potential re- 
mained constant (20 to 30 mv., the uninjured side being positive). Then the 
CO 2 mixture was let into the compartment containing the uninjured part. 
As soon as a constant value was obtained, air was brought back again. The 


mV 



Fig. 10. Effect of a mixture of 80 per cent CO 2 + 20 per cent Oa (curve labelled 
COj) and air (curve labelled Oj) on the potential of frog sartorius. Curve 7, injured 
musde; CO 2 applied to the non-injured part; the intact half in O 2 . Curves 8 and 9, 
intact musde. 

carbonic acid caused in all experiments a fall in potential of 6 to 7 mv. on the 
uninjured side. When CO 2 was replaced by air (O 2 in the graph) tlic potential 
rose to its former value (e.g. curve 7, Fig. 10). 

During the experiments the muscle lost its excitability. But even the 
unexcitable muscle continued to re^ond to carbonic add and its potential rose 
again wherv carbonic add was replaced by air. 

Further experiments were carried on with uninjured muscles. The potential 
observed when both halves of the muscle were in air, was rather small. Intro- 
duction of COjinto one compartment brought the potential here to the negative 
side (curves 8 and 9, Fig. 10) and air made it rise again. ^ 

These results seem to be quite clear: the musde membrane or sarcolcmma is 




376 


POTRNTIOsrETRIC ANALYSIS OF JIEJIBRANE STRUCrDRE 


specifically permeable to H ions. The sarcolemma shares this property with 
the basal membranej it is furthermore stained by the same dyes as the latter 
and consists therefore of similar proteins. 

This statement is not in agreement with the widely accepted view that the 
muscle membrane is selectively permeable only for K ions. We think, how- 
ever, that the experimental evidence for this latter theory is by no means 
conclusive. One of the arguments is the swelling of normal muscle in KCl 
solution isotonic to physiological NaCl. It seems to prove that potassium 
permeates through the membrane while sodium does not. But as Verzdr 
(1945) showed recently, muscles when poisoned with iodoacetic acid swell much 
more slowly in KCl. TJie swelling after application of KCl seems thus the con- 
sequence of a complicated biological response of tlie muscle and not a simple 
osmotic phenomenon. 

As Buclitlial and Lindhard (1936) found, the injury potential of an isolated 
muscle fibre increased from 27 to 52 mv., when the temperature rose by 12.5°. 
The potential dropped in the course of 8 minutes by cooling, while on heating 
the former value was restored in less than 1 minute. The behaviour of the 
muscle is thus ver^'’ similar to that of the skin as described by Barnes (1939). 
This statement in connection with our observation on the selectivity for H ions 
of the sarcolemma leads us to the following conception of the injury potential 
of muscle: the concentration of metabolic products, especially carbonic acid, 
is greater within the respiring fibre than in the interstitial fluid from which 
the CO 2 is constantly diffusing out into the blood. Owing to the gradient of 
CO2 and to tlie greater concentration of HCO3" ions in the serum a concentra- 
tion difference of H ions will be established on both sides of the sarcolemma. A 
potential difference will thus arise across this membrane, the interstitial fluid 
being positive, the sarcoplasm negative. Since at the injured spot only a 
diffusion potential of small magnitude can arise (at the junction of the adjacent 
liquid and the sarcoplasm), we must assume that the major part of the observed 
injur)'- potential is due to the membrane potential across the sarcolemma. 
Any variation of the pH inside the sarcoplasm must thus cause a variation of the 
resting potential; alkalinization must express itself by a shift of the potential 
in Uie negative, and acidification in tlie positive direction. It follows that the 
shift in die negative direction which is obsen’-ed during the action current very 
probably indicates an alkalinization inside the fibre. 

The Permeability of the Nerve Membrane 

The selectivity constant of the external layer of frog sciatic can be deduced 
from concentration potentials measured by van Heuwersnyn (1936). 

A n/ 10 KCl solution was applied to two different spots of a nerve which had re- 
mained previously in isotonic glucose solution. An asymmetric potential between 
+6 and —6 mv. was observed. If one electrode remained unchanged and the 0.1 n 
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KCi solution on the other was replaced by 0.01 N KCl, the potential rose 20 mv, 
higher at the latter electrode. As can be calculated, a concentration ratio of 2:1 
would cause a change of potential of about +6 to +8 mv. The outer layer is thus 
permeable for cations. If we admit for the ratio Uk/Ux the same value as in water^ 
1:1, the selectivity constants found lobe A «= 0.02 to 0.03. If 0.1 NNaCland 

0. 001 K are successively applied, a potential near zero, as indeed was found by van 
HeuwerswjTi can be expected, if the ratio Uum/Uci remains the same as in waterj 

1. e., equal to 0.6. This is due to the fact that the cation selecUvitj' is compensated 
by a greater migration velocity of the Cl ions. 

A similar study was undertaken by van Heuwers^vyn (1938) on the non-mcdullated 
nerve of lobster. After replacing 0,1 n KaCl by 0.001 N a potential difference of 77 
mv. was produced which corresponds to a value of 11.5 mv. for a concentration 
ratio of 2:1. The selectmty constant must therefore be aboutil “0.03. The outer 
layer is thus somewhat more selective for cations than in frog sdatic. 

We are \'ery much indebted to Dr. A. van der Wyk and Dr. Anderegg for their 
valuable ad\doe and help. 

SmotARY 

1. The electromotive forces which arise, if two electrolyte solutions are 
separated, from each other by a layer of any land, are discussed. A general 
equation is derived comprising the known equations for diffusion, partition, 
and membrane (Donnan) potentials as special cases. 

2. A method is proposed to analyse membranes potentiometrically with 
respect to their cation or anion selectivity, their dissolving power for ions, and 
their influence on ion mobility (migration velocity). 

3. The possibility of analysing a membrane composed of several layers of 
different penneabiiity is discussed. 

4. The investigation of the skin of the belly of Rana lemporarta leads to the 
following results. It is composed of at least four layers of different perme- 
ability, one of which is specifically permeable to H ions and is very likely 
identical with tlie “basal membrane” situated between the stratum germi- 
nalunm and the corium. The major part of the resting potential of flic skin 
is located across this membrane and is due to the difference of concentra- 
tions on bolli sides of the membrane. 

5. Experiments on muscle show that the sarcolemma is specifically permeable 
to H ions. Tlie injuty potential of the muscle is attributed to the difference 
of concentration inside and outside llie fibre. 
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ISOLATION OF HEXOKINASE FROM BAKER’S YEAST* 
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{Prom the Deparlment of Pharmacohsy, Washinston UnkersUy School of Medicine, 
St. Louis) 
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Hexokinase was first described by Me 3 'erhof (2), v.ho prepared the enzyme 
from baker’s j’cast and demonstrated its stimulatory effect on the fermentation 
of hexoses by muscle extracts. Through the experiments of von Euler and 
Adler (3), and Meyerhof (4), it was established that this en^rme catalyzes a 
transfer of phosphate from adenosinetriphosphate (ATP) to hexoses, tlius 
initiating the fermentation or oxidation of the latter. Coloudck and Kalckar 
(5) showed that only the terminal phosphate group of ATP was transferred to 
hexosc, and demonstrated that the primary products of the reaction were 
adenosinediphosphale (ADP) and hexose-6-phosphate. The reaction catalyzed 
by 5 'east hexokinase may thus be written as follows r— 

ATP -f hexose -* AI)P + hcxosc*6-p!iosi)batc 

In the present paper a method is described for the isolation of hexokinase in 
highly purified form from baker’s yeast. Glucose, fructose, and mannose are 
all acted upon by the eiu^Tne, but the rate of phosphorylation varies with the 
sugar used. The turnover number, when the phosphate acceptor is glucose, 
is 13,000 moles of substrate per 10® gm. of protein per minute at 30® and pH 
7.5 and is not changed by repeated crystallization of the enzyme. The specific 
activity is approximately 30 times that of the crude yeast extract, indicating 
that hexokinase constitutes about 3 per cent of the extracted protein. 

Measurettieni of Hexokinase Activity 

The manometric method described by Colowidv and Kald;ar (5) was adopted. 
The method is based on the fact that one add equivalent is liberated per mole 
of phosphate transferred from ATP to glucose. 

A Warburg vessel, the side bulb of which contained: 

0.2 cc. 0.04 u ATP* (sodium salt, pH 7,5) 

* This work was carried out under National Defense Research Commitlec contract 
No. OEMsr-123, under the auspices of the Office of Sdentific Research and Develop- 
ment, which assumes no responsibility for the statements contained herein. A 
preliminary* report has already appeared (1), 

* Tlie rate of the hexokinase reaction depends to n considerable extent on the dcgri’c 
of purity of the ATP sample used, ^^’hcn a oiramcrdal sample of ATP ^•as used, the 
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O.OS cc. 0.1 M NallCOj, 0.2 m MgCJ; 
and llic main compartment of which contained; 

O.Scc. 0.054M]SraHCOj 
0.1 cc. 0.5 Jf glucose 
0.75 cc. hexokinase solution 

was filled with 5 per cent COj-95 per cent N, (pH 7.5 at 30°). The amount of protein 
used varied from 100 y for crude extracts to as little as 2 y for the pure enzyme. 
After equilibration for 10 minutes at 30°, the stopcock was closed and the contents 
of the side bulb and main compartment were mixed. COj evolution in the absence of 
glucose (due to adcnyljiyrophosphatase action) was negligible except with crude 
hexokinase preparations, in U'hich eases it was necessary to apply a small correction. 

TJic validity of the manometric method was checked by comparing the CO 3 
evolution with the amount of phosphate transferred from ATP to glucose. 
Samples were incubated, witliout and with glucose, and fixed with trichloro- 

TABLE I 


Comparison of CO 2 Liberated uithP Transferred to Glucose in 13 exoPinase Test Sysleut 


E^eperiment No. 

r transferred to glucose 

COj liberated 


micromoles 

micromoles 

1 

4.77 1 

4.70 

2 

4.60 

4.70 

3 

4.65 

! 5.00 

4 

5.20 

5.50 

5 

2.45 

2.36 

6 

2.97 

3.10 


acetic acid at the end of the manometric measurement. The filtrates were 
analyzed for the acid-labile P of ATP by determining orthophosphate (6) before 
and after II minute hydrolysis in N HsSO^ at 100°. The difference in labile 
P in the two samples was a measure of the amount of phosphate transferred 
from ATP to glucose, since the hexose-6-phosphate formed is not appreciably 
hydrolyzed under the above conditions. From Table I it can be seen that 1 
mole of CO 2 was evolved in the manometric test per mole of phosphate 
transferred. 

Dctenninalion of Specific Aclivily. — One unit of he.\'okinase is defined as the 
amount of enzyme causing an initial rate of CO 2 evolution of 1 c.mm. per min- 
ute under the specified condition of the test. The initial rate was readily 
determined by measuring CO 2 evolution during the first S minutes, since, 

rate was only about 65 per cent of that observed witli samples prepared in tin's labora- 
tory. Values for specific activity recorded in this paper were obtained with ATP 
whicli had been carefully purified and which did not contain an appreciable amount 
of ADP. 
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within certain limits of enzyme concentration, the rate was always linear during 
this period. 

The level of purity of a given enzyme preparation is expressed in terms of the 
specific acitivtyft.c., the number of units per mg. of protein. Protein was 
determined colorimetrically by means of the biuret reaction (7) after precipita- 
tion with trichloroacetic add. 

The degree of accuracy of the specific activity determination is illustrated 
by the data in Table II. The activity of a crude bexokinase preparation was 
tested over an eightfold range of protein concentration. The number of units 
of activity found was proportional to the amount of protein added, so that the 
specific activity (units per mg.) was independent of protein concentration, the 
average value found being 103 units per mg., with a maximum deviation from 
the mean of ±5 units. 


TABLE n 


ProPortiendiiy bdu een Enzyme Conccniraltott and Activity in Bexolinoic Test System 


Crude yeast hezolcinase I 

COt liberated 
(0.4 min.) 

Specific aclreity 

prtltin ftr list ' 

t.mm. 

units ptr mi.prfUift 

0.0109 ' 

9 

103 

0,0218 

19 

1 109 

0.0436 

, 34 

1 98 

0.0872 

, 71 

102 


Purijicalion 

The procedure used may be outlined briefly as follows: — 

(1) Autolysis of yeast with toluol, extraction with water, and prcdpitalion of 
extracted proteins with 50 per cent of alcohol, essentially as described by Meyerhof 
(2). (2) Removal of an isoelectric prcdpitalc. (3) Two fractionations with alcohol 
at 0®, the material soluble in 25 to 29 per cent alcohol but predpitated by 45 to 48 
per cent alcohol being collected. (4) Adsorption of the active material on Al(OII)j 
^1, and elution with phosphate buffer. (5) Fractionation with alcohol at 0®, the 
material soluble in 40 per cent alcohol but predpitated by 57 per cent alcohol being 
collected. (6) Fractionation of a more concentrated protein solution with alcohol 
at —7®, resulting in removal of amorphous material with 20 per cent alcohol, removal 
of an as yet xmidentified cij’stallinc protein fraction with 24 per cent alcohol, and 
removal of more amorphous material with 29 per cent alcohol. (7) Crj'stallization 
from ammonium sulfate solution. 

Several points in this outline deserve comment. In the early work, the 
extraction of the autolyzed yeast was carried out at 35®, the temperature recom- 
mended by Meyerhof (2). In later experiments the extraction was carried out 
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at 5°, as recommended by Kunitz and McDonald^ who found a greater yield of 
hexokinase at this extraction temperature. 

It was found desirable to carry out the extraction and early fractionation 
procedures in the presence of glucose, since, as first reported by van Heyningen=, 
crude preparations of hexokinase lose activity rapidly on standing unless glucose 
is present. The protective action of glucose or fructose is illustrated in Fig. 1. 
Incubation of a partially purified hexokinase preparation (300 units per rag, 
protein) in NaIIC03-C02 buifer, pH 7,5, at 30®for 30 minutes resulted in the loss of 



Fio, 1. Protective action of glucose or fructose on crude yeast he.xokinase, 22 y 
of protein per cc, (300 units per mg.) incubated at 30°, pH 7.5, and tested 
for hexokinase activity after 10, 20, and 30 minutes. Curve A shows the stability 
of the enzyme when cither glucose or fructose (0.037 it) was present during the incuba- 
tion period. Curves B and C show the loss in activity toward fructose and glucose, 
respectively, wlien these sugars were absent during the incubation period. 

about 80 per cent of the activity, the loss of activity toward fructose and glucose 
occurring at about the same rate. The presence of glucose or fructose (0.037 m, 
the concentration used in the manometric system) completely prevented this 
inactivation. The concentration of glucose present during the various stages 
in the isolation procedure was about 1 per cent (0.055 m). 

Fractional precipitation with alcohol was always carried out at acid reaction 
(pH 5.5) at 0° or below. Under these conditions, the total recovery of hexo- 

2 This information was made available to us through confidential reports circulated 
by the National Defense Research Committee. 
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kmase in the vanous fractions obtained from a gi\en solution ^-as practically 
quantitative Attempts to fractionate \vith alcohol at pH 7 resulted m a com- 
plete loss of hexokinase activity 

Close temperature control \\as essential m carrying out fractional precipita 
tion with alcohol It will be noted that m some cases fractionation was carried 
out at 0®, in other cases at —5® to —7® Slight vanations m temperature in 
this range result m marked changes m protein solubility For example, pro- 
tem fractions completely soluble in 20 per cent alcohol at 0° could be largely 
precipitated by lowenng the temperature to —5° 

Purification was achieved almost entirely by means of fractional precipitation 
with alcohol ITie only other procedure used which resulted m marked puri- 
fication was the adsorption of the en^une on alummum h>droxide The chief 

TABLE in 


The Purtficalton oj 3 east UexokttKxse 


FiacuoB 

Total proteta 

Tout amts 

Recovery ot units 

Specific activity 


fm 


fer tent 

units fitr 
w/ preUfn 

Crude extract from 111 


4,050,000 


100 

kg yeast 





1 


2,646,000 

6s 


2 ' 


2 365,000 j 

58 


3 

2 93 

998 000 

25 

1 340 

3a 

2 00 


20 

j 400 

4 

1 18 

755 000 

19 

1 640 

S 


368 000 

9 

1 IGOO 

6 



, 4 

2780 

6a 



3 

3000 

Crystals 

1 

1 


3000 


value of this procedure lies m the fact that a large amount of gummj matenal 
of non protein nature remains unadsorbed and can be discarded The enzj'mc 
activitj can then be recovered quantitativel> , and with a considerable increase 
in specific activity, by elution with phosphate buffer It wall be noted that, 
after this purification step, the concentration of alcohol required to preapitate 
the enz>Tne is considerably higher than that required m the earlier stages 
The following is a detailed protocol for one experiment m which 43 mg of 
hexokinase were isolated from 40 gm of >easl proteins, extracted from 11 kg 
of yeast The results are summarized in Table IH 
Preparahon of Crude Extract — kg of fresh, starch free, ^Vnheuscr Bu‘;ch’ 
baker’s \’east were warmed from 15® to 39® o\cr a penod of 2 hours 750 cc, of toluol 

® \\e are grateful to the staff of the Anheuser Bu^ch >cast plant for their cooperation 
in providing the facilities ncccssarj for the large scale preparation of the crude \c«st 
extracts 
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were added and thoroughly mixed with the yeast. After 45 minutes at 37^0°, 
tlie 3 cast had partially liquified. 500 cc. of 50 per cent glucose were added and the 
mixture n«TS stirred for an additional 45 minutes. jEIcvcn kg. of shaved ice and 250 
cc. of 50 per cent glucose were added, and the mixture was kept at 5° for 18 hours. 

The su.spcnsion \yas centrifuged at 5° in 250 cc. bottles. The slightly cloudy super- 
natant fluid (11.5 liters, pH 0.2) was stored at 0° overnight. This solution is desig- 
nated “crude extract” in Table III. 

1. Prccipilaiion wiih Alcohol. The protein of the crude extract was precipitated 
by the addition of an equal volume of cold 95 per cent ethanol. Care was taken to 
prevent the temperature from rising above 5° during tJie addition of the alcohol. 
The mixture was allowed to stand for 1 hour before centrifuging in tlic cold in 250 
cc. bottles at 2000 r.p.m. The precipitate was suspended in 1 per cent glucose and 
mechanically stirred overnight at 5°. It was then centrifuged in the cold yielding 
about 2 liters of supernatant fluid (fraction 1). 

2. Isoelectric Precipitation of Inert Protcins.—Thc pH of fraction 1 was adjusted 
at 0° to pH 4.7 by the slow addition of 75 cc. of M acetic acid. The predpitate which 
formed was centrifuged off in the cold, and the supernatant fluid (fraction 2) was 
adjusted to pH 5.6 by Uic addition of 30 cc. of 1.5 n NaOH. A flocculent precipitate 
formed but was not removed. 

3. FracUonaiion with Ethanol at 0°. — The temperature was maintained at 0° while 
900 cc. of ethanol were slowly added (final concentration of alcohol was 29 per cent). 
The resulting precipitate was discarded after centrifugation. The etlianol content 
of the supernatant fluid was increased to 45 per cent and the suspension was centri- 
fuged in the cold. The syrupy precipitate was dissolved in 1 per cent glucose (410 
cc., fraction 3). 

Fraction 3 was diluted with 400 cc. of 0.1 it acetate buffer, pH 5.4, and 270 cc. of 
cold etlianol were slowly added (25 per cent final alcohol concentration). The pre- 
cipitate obtained after centrifugation was discarded and the ethanol content of the 
supernatant fluid was increased to 48 per cent at 0°. The syrupy precipitate was 
centrifuged doivn and dissolved in 1 per cent glucose (200 cc., fraction 3o). 

4. Adsorption of Hexokinase on Al(PH)z. — ^Fraction 3o was diluted with ail equal 
volume of 0.02 M acetate buffer, pH 5.4, containing 1 per cent glucose. 160 cc. of 
Al(OH)s geh were added to the solution at 0®. The suspension was centrifuged in 
the cold, the supernatant discarded, and tlie residue washed three times with 500 cc. 
portions of 0.01 M acetate buffer, pH 5.4, containing 1 per cent glucose. The washed 
residue was eluted three times witli 200 cc. portions of cold 0.1 Ji phosphate buffer, 
pH 7.2. The eluates were combined (600 cc., fraction 4). 

5. FracUonaiion with Ethanol at 0°. — Fraction 4 was adjusted to pH 5.3 by the 
addition of 42 cc. of M acetic acid, and cold etlianol was slowly added until the alcohol 
concentration was 40 per cent. The suspension was centrifuged and tlie precipitate 
was discarded. The ethanol concentration of the supernatant fluid was increased 
to 57 per cent and the precipitate obtained by centrifugation in tlie cold was dissolved 
in 1 per cent glucose. A small amount of insoluble material was removed by centrifu- 
gation and the pH of the supernatant was readjusted to pH 5.4 by the addition of 
acetate buffer (fraction 5, 150 cc.). 

‘Alumina Cy, prepared as described by Willstatter (8). 
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6 Fradtonaltart wlh Ethanol al ~7®— Fraction 5 ^as treated in the cold \\ith ISO 
cc of ethanol and the precipitate was suspended m 20 cc of 0 01 m acetate buffer, 
pH 5 4, containing 1 per cent glucose A small amount of insoluble material was 
removed by centrifugation 

The supernatant solution (23 cc) was dialyzed m the cold for 2 hours against 2 
liters of 0 01 M acetate buffer, pH S4, containing 1 per cent glucose The dial>zed 
solution (41 cc ) was treated with 10 cc of ethanol at 0“, cooled to -7“, and the pre- 
apitate was discarded The alcxihol ointent was increased to 24 per cent at —7®, 
and crystak (hetagonal plates) appeared withm 2 days After several more da>s, 
the crystalline material w'as removed by centrifugation at -5® This crjstallmc 
protein fraction has not as yet been identt£ed 40 cc. of supernatant Oaid were 
obtamed (fraction 6) 

The ethanol content of fraction 6 was raised to 20 per cent at 0* and the solution 
was cooled ‘slowly to —5® The material which precipitated was amorphous and was 
removed The hexokinase in the supernatant fluid (fraction 6o) had a specific activ it> 
of 3000 units per mg protein which could not be increased by further fractionation 
with alcohol or by ciystalluation from ammonium sulfate 

CryslalUcalton — Attempts to crystallize hexokmase from fraction 6a with etiianol 
under vanous conditions were uniformly unsuccessful Crystallization from am- 
monium sulfate, under the conditions recommended by KuniU and McDonald,* was 
xeadilj achieved as follows — 

The ethanol content of an aliquot of fraction 6o was raised to GO per cent at —4* 
m order to recover the protein The precipitate was dissolved m 0 1 m phosphate 
buffer, pH 7 0, and saturated ammonium suUate was added to slight turbidity The 
solution was kept at 3* and long needle like crjstaL of hexokmase formed in a few 
days A photograph of these cr>stals has already been published (1) 

Properties of the Crystalline Enzyme 

E^ect of Magnesium Ions — ^Tbe crystalime enzyme is inactive in the absence 
of Mg ions In Fig 2, the activity is plotted against the MgCl- concentration 
It can be seen that the concentration required to produce one half of the maxi 
mal activating effect is 2 6 X 10"’ M (dissoaation constant for the Mg protein 
complex) The concentration used routinely in the manometnc tests, 6 5 X 
10"* M, IS sufficient for practically maximal activity. 

Sodium fluoride, w hich inhibits the activity of a number of enzyanes requiring 
Mg ions, had no effect on the activity of crystalline hexokina'^e when tested m 
concentrations ranging from 0 006 to 0 125 M Warburg and Christian (9) 
showed that the inhibition of enolase by fluoride depended on the presence of 
orthophosphate The morgamc phosphate concentration in the hevokinas*’ 
test system was approximately 0001 ir The effect of fluonde at higher 
phosphate concentrations has not been investigated 

Actior on Various Ue^oscs — Studies on substrate ‘Specificity showed that 
the crystalline enzyme acted on d glucoac, d fructose, and d mannose, the 
relative rates with the three sugars being 1 1 4 0 3 That a single protein u. 
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responsible for the actions on glucose and fructose is indicated by the following 
obscr\^ation. When the enzyme was tested in the presence of a mixture of 
glucose and fructose, each present in sufBcient concentration to saturate the 
enzj'mc, the rate was intermediate between the rates observed with glucose and 
fructose alone. This result suggests a competition between glucose and fructose 
for the same enzyme. 

Effect of Proteins on Inactivation by Dilntion.—The. activity of the c^stalline 
enzyme, in contrast to the crude enzyme (Table II), was not proportional to 
enzjTne concentration, the activity at low protein concentrations being con- 
siderably lower than that calculated from the dilution. This Joss of activity 



Fig. 2. Effect of Mg++ concentration on the activity of crystalline yeast hexokinase 
at 30°, pH 7.5, 

on high dilution did not occur when the dilution was carried out in the presence 
of other proteins (c.g. hemoglobin, serum albumin, insulin). The amount of 
protein required to prevent the loss of activity on dilution varied with the dif- 
ferent proteins. 

The data in Fig. 3 show that insulin (a purified amorphous preparation sup- 
plied by Eli Lilly and Co.) was the most effective of the proteins tested, com- 
plete protection being afforded by lOy per 1.6 cc. of reaction mixture. Its 
effectiveness as a protective protein was not impaired by treatment with dilute 
alkali under conditions known to abolish its physiological activity (10). Re- 
duction of the insulin with C 3 "steine by the procedure of Wintersteiner (1^, 
which also abolishes its physiological activity, caused a marked decrease in its 
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protective power. Human serum albumin (a 4-times crj’staTlized sample 
kindly supplied by Dr. A. A, Green) was much less effective than insulin, toore 
than IOOy being ’required to protect the hexokinase completely. Solutions of 
crude yeast hexokinase (300 units per 'mg.), when inactivated by heating for 5 
minutes at 100 ®, were about as effective as serum albumin in protecting the 
pure enzyme from loss of activity on dilution. Heat-macti\’ated -cij^stalline 
hexokinase was by far the least effective as a protective protein, 160y being 
required for full protection. The effect of heating on the protective power has 
not been investigated quantitadvely; lOOy of heat-treated insulin or serum 



Fig. 3. Effects of various proteins on the activity of a dilute solution (6.7 y per 
l.'e cc.) of cij’stalline hexokinase. The activity of the enz>’me in the absence of 
protective protein %Yas 65 per cent of that observed When the dflution was carried 
out in the presence of an excess of any one of the proteins tested. Temperature 
30®. pH 7.5. 

albumin showed the same proteedve action as the unheated controls. In 
addition to the proteins shown in Fig. 3, cr^-stalline horse hemoglobin and the 
protein of a crude aqueous extract of rabbit muscle have been tested. The 
former showed ma.ximal action in a concentration of lOOy per 1.6 cc., but was 
not tested at lower concentrations. IO 7 of the muscle protein u*as about as 
effective as IO 7 of reduced insulin. 

In Fig. 4, the effect of dilution on the activity of ciystallinc he.xokinase is 
illustrated. In the absence of protective protein, the specific actudty fell off 
markedly on dilution. Wien the dilution was carried out in the presence of 
an excess of insulin (IOOy), the specific activity was independent of the hexoki- 
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nase concentration. This amount of insulin was used as a routine in testing 
the activity of the pure enzyme at high dilutions. 

It will be noted that the activity measurements in Fig. 4 were carried out at 
15 instead of at the standard temperature of 30°. This was done in order to 
slow down the activity with the larger amounts of crystalline hexokinase to a 
conveniently measurable rate. The observed specific activity at 15° (1050 units 
per mg.) as compared to that at 30° corresponds to a temperature coefficient 



Fig. 4. Effect of dilution on the activity of crj'Stalline hexokinase in the presence 
and absence of protective protein (insulin). Activity was determined at 15° at pH 
7.3. Curve B shows the marked decrease in specific activity on dilution in the absence 
of protective protein. Curve A shows the protective action of 100 y insulin per 1.6 
cc. reaction mixture. 

(Qio-) of 2.2. In another experiment in whicli the activity was measured at 
0°, with the addition of sufficient NaliCOs (0.052 m) to maintain the pH at 7.5 
at this temperature, a Qio" value of 1.9 was obtained for the range 0° to 30°. 
Even at 0°, the enzyme lost activity on high dilution, and this loss could be 
prevented by the presence of protective protein. 

JEJ'cet of Glucose on Inactivation by Proteolytic Enzymes . — Solutions of the 
crystalline enzyme could be incubated in the absence of glucose without any 
loss of activity (Table IV), in contrast to crude preparations which lost activity 
rapidly unless glucose was added (Fig. 1). It seemed likely that the loss of 
activity in crude preparations was due to the action of proteolytic enzj’mes. 
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and if this was true, it was to be expected that glucose would protect hexokinase 
against proteolytic inactivation. This was tested in the experiments in Table 
JV. Solutions of crystalline hexokinase were almost completely (97 per cent) 
inactivated by incubation for S minutes at pH 7.6 and 20° with IOO 7 of crystal- 
line trypsin,® when no glucose was present. When 0.17 u glucose was present, 
the inactivation after 5 minutes of incubation with trypsin amounted to only 
17 per cent. Even after 20 minutes of incubation with this large amount c>f 
trypsin a protective action of glucose could be demonstrated. Hexokinase, 
when combined with glucose, appears therefore to be much more resistant to 
proteolytic inactivation than is the free enzyme.* 

Effect of Reducing Agents . — Hexokinase does not appear to contain any 
highly reactive — SH groups with are essential to its catalytic activity. The 

TABLE IV 

Inactivation oj Ctysiolline BtxoMnase hy Trypsin and Its Prevention by Glucose 
4 samples were prepared, each containing 24 units of crystalline hexokinase in 0.1 cc. of 
0.03 u potasdum phosphate buffer pH 7.6, plus 0.2 cc. of the following additions: (1) 0.2 cO- 
HjOj (2) 0 . 1 cc. 0 . S H glucose + 0 . 1 cc- HjO; (3) 0 . 1 cc. 0 . 1 per cent crystalline trypsin + 
0,1 cc. H 2 O; (4) O.l cc. 0.1 per cent crystalline trypsin *f 0.1 cc. 0.5 w glucose. 0.1 c^* 
samples were removed after 5 and 20 minutes at 20^ and tested immediately for hezokioase 
activity by the usual procedure. 


Sample No, 

1 UnlU of beiokbtse ictlvlty found 

After S mio. ! 

1 After 30 ain. 

1 

7.2 

7.8 

2 

i 7.7 1 

8.4 

3 

0.2 

0.0 

4 

6.0 

3.0 


crj'Stallme enzyme is optimally active mthout the addition of cysteine of 
glutathione. In no case has it been possible to demonstrate a stimulatory of 
protective effect of these substances on hexokinase activity. They are in' 
effective in preventing the loss in activity of the crystalline enzyme which occurs 
on high dilution, and do not protect the crude enzyme against inactivation by 
heat or proteolytic action. 

Ultraviolet Absorption Spectrum.'— It has been reported recently that muscle 

‘ Kindly supplied by Dr. J. Northrop. 

• By takmg advantage of this finding, it has been possible to effect a considerable 
purification of crude yeast hexokinase merely by allowing a concentrated solution to 
stand in the presence of glucose undl the bulk of the protein has been digested away. 
The hexokinase and other remaining proteins can then be sailed out v.nth ammonium 
sulfate. By this simple procedure, the specific activity of a crude preparation has 
been increased from 100 to 400 units per mg. of protein. 
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liexokinase requires both guanine and dihydrocozymase for its activity and that 
tlie latter is present in a bound form (12). Yeast hexokinase does not require 
the addition of these substances for its activity and the ultraviolet absorption 
spectrum (Fig. 5) does not reveal their presence either at 255 or 340 mju. 

SUMMARY 

1. A method is described for the isolation of he.Yokinase from baker’s yeast. 
The method is based mainly on fractionation with alcohol and results 



Fig. 5. Ultraviolet absorption spectrum of crj^stalline yeast hexokinase. Enzyme 
solution had been dialyzed against distilled water. Protein concentration 0.55 mg. 
per cc. Width of quartz cell 1 cm. 

in a 30-fold increase in specific activity. The final product could be 
crystallized from ammonium sulfate without change in specific activity. 

2. The enzyme catalyzes a transfer of phosphate from adenosinetriphos- 
phate to glucose, fructose, or mannose, the relative rates with these 
three sugars being 1:1. 4: 0.3. 

3. With glucose as substrate, the turnover number for the crystalline enzyme 
is 13,000 moles of substrate per 10® gm, of protein per minute at 30° and pH 
7.5. The temperature coefficient ((3io») between 0 and 30° is 1.9. 
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4. Magnesium ions are necessary for the activity, the dissociation constant 
for the Mg"^ -protein complex being 2.6 X 10^’. Fluoride in concentrations 
as high as 0.125 ii has no inhibitor^’ effect on the enzyme when the Mg++ and 
orthophosphate concentrations are 6.5 X it and 1 X 10“* si, respectively. 

5. The crystalline enzyme shows a loss in activity when highly diluted. 
This loss in activity can be prevented by diluting in the presence of small 
amounts of other proteins. Of the various protective proteins tested, insulin 
was the most effective, providing complete protection in a concentration of 6 
micrograms per cc.; with serum albiunin, a concentration of 60 micrograras per 
cc. was necessary. Thiol compounds (<ysteine, glutathione) exerted no pro- 
tective action. 

6. The inactivation of the crystalline enzyme on incubation with trypsin 
can be prevented to a marked degree by the presence of glucose. The insta- 
bility of crude preparations of yeast hexokinase may be attributed to the 
presence of proteolytic enzymes, since glucose or fructose has a remarkable 
protective effect on such preparations. 
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This pnpcr describes the isolation from b&ker's yeast of pure hexokinase in 
ciy'stalline form. Crystalline hexokinase is a protein of the albumin type. It 
is ciystallixed at 5°C. in the presence of ammonium sulfate and dilute phosphate 
buffer pH 7.0. Tlie crystals become relatively pure after two or three crys- 
tallizations as tested by solubility, electrophoresis, and ultracentrifuge measure- 
ments. The ]ie.\-okinase activity of the crj'stals is associated with the protein 
nature of die material. 

Solutions of crystalline lie.xokinase in dilute buffers of pH 4.5-7.5 are stable 
for several days when kept at a temperature of 5°C. or lower. At higher tem- 
peratures tlie hexokinase activity is rapidly lost. The loss in activity is accom- 
panied b}' denaturation of the protein. Hie point of maximum stability is 
around pH 5.0 which is near the isoelectric point of the material. The ele- 
mentary' composition of crj'stalline hexokinase is tliat of a typical protein. It 
contains 0.11 per cent phosphorus which would indicate a minimum molecular 
weight of about 30,000. Sedimentation and diffusion measurements in acetate 
buffer pH 5.5 at 1°C. gave a molecular weight of 96,600. 

M ciltod of Preparation of CryslaUhie Hexokinase from Baker's Yeast 

Meyerhof’s (1) original method for preparing he.xokinase from yeast consisted 
essentially in plasmolyzing baker’s yeast by means of toluene and extracting the 
plasmolyzed yeast with water at 35°C. The active material was then precipi- 
tated in 50 per cent alcohol at 0°C. Berger, Slein, Colowick, and Cori (5) re- 
ported that purification of crude hexokinase by means of alcohol is more effec- 
tive if carried out in a solution containing 1 per cent dextroseand 0.05m acetate 
buffer pH 5.2-5.4 

Meyerhof’s metliod of plasmolysis and of extraction witli water was used as a 
starting step in tlie present work on tlie preparation of hexokinase. Advantage 
was also taken of Meyerhof’s method of purification by means of alcohol as 
modified by Colowick and associates. The basis of tbe present method, how- 
ever, is the teclinique of purification and crystallization of proteins by means of 
ammonium sulfate from concentrated protein solutions as developed by 
Northrop, Kunitz, and others for tlie isolation of crystalline enzymies. 

The method consists essentially of the following steps: 

1. Plasmolysis with toluene and extraction of the plasmolyzed yeast with water. 

2. Concentration and fractionation by means of ammonium sulfate. 

3. Removal of “inert” crystalline proteins. 

Several crystalline proteins, including a ciy'stalline yellow protein, appear during 
tlie process of fractionation with ammonium sulfate. These proteins do not possess 
hexokinase activity. The separation of tliese crystalline proteins, however, leads to 
a considerable improvement in the hexokinase activity of the remaining fractions. 

4. Dialysis. 

5. Purification by fractional precipitation with alcohol. 
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6 Cr>stalhzation in the presence of ammonium sulfate 

7 Recr> stalhzation 

All operations except when mentioned otherwise, arc done at temperatures of 
8 lO^C The pH of the preparations IS tested by the drop method by mixing 1 drop 
of solution with 1 drop of 0 01 per cent Clark mdicator on a test plate and comparing 
the colore with those of drops of 0 1 ai standard buffers mixed on the plate with the 
same indicators The saturated ammonium sulfate is prepared at about 20®C 

The details of the method of preparation of ciystalhne hexokinise ire as 
follows — 

1 Plasmolysis and extraction — 25 pounds of fresh rieischmann s liakcrs jeast 
IS broken b> hand into small fragments and then macerated by means of a wooden 
paddle m a large aluminum or enameled xes'icl with 6 liters of warm toluene of about 
40'’C The vessel is placed in a water bath of alxiut 45*C The maccrition is con 
tinned until the j east is heated to 37*0 at which temperature the yeast njndly lique 
fies and begins to work A rapid liberation of CO" takes place and the volume of 
the mixture increases considerably It is left m the room for 2 to 3 hours and then 
cooled to lO^C m an ice water bath The thick mixture of plasmolyyxd yeast and 
toluene IS distributed m four 10 liter jars 3 liters of distilled water of about 5®C is 
added to each jar and mixed The jars arc left for 18 hours at 5®C A layer of an 
emulsion of the toluene with yeast stromata gradually forms above the yeast water 
suspension 

The yeast suspension is siphoned off from untler the toluene stromata emulsion and 
then filtered in the cold room at 8 lO’C with suction on four M cm Huchncr funnels 
with the aid of 100 gm hvflo super ccl' per liter of fluid using Eaton Ibkcman No 
303paper The residue on each funnel is washed once witli 1 liter of cold water (flie 
toluene IS partly recovered bv filtering the toluene stromata emulsion with the aid of 
100 gm hv flo super cel per liter ) 

2 Vractionation vnth \inmomiim Sulfate — ^Thc clear filtrate and washings are 
brought to 0 5 saturation with ’solid ammonium sulfate (314 gm per liter of filtrate) 
and the precipitate formed is filtered with 'auction with the aid of 10 gm of slandartl 
super cel plus 10 gm filter cell per liter of solution ITic residue is discarded Ihc 
clear filtrate is brought to 0 6S saturation by further addition of 99 3 gm of solid 
ammonium sulfate to each liter of filtrate The precipitate formed (called 0 6 frac 
tion) IS filtered with suction on No 612 E &. D paper on large funnels Ilie filtrate 
is brought to 0 7 saturation by the addition of 3^ 8 gm of soliil ammonium sulfate to 
each liter of filtrate I he precipitate formed (called 0 7 friction) is filtered with sue 
tion after standing for 16 to 18 hours at a ttm{K.rature not higher than lO^C both 
0 6 and 0 7 fractions are used for i olation of hexokmase The purification of the 0 7 
fraction will be described first since it involves fewer steps md the vield of crvstalline 
hexokmase obtainable is often greater than m the 0 6 fraction 

3 Rcnmal of Inert Crxslalltne Proteins ~{a) Isolation of crystals of yeast 


Supplied by Johns Manvilk Conioration New \ork 











Fig 1. Cn^tals of \ cast protein No 2. X 129.5. 


protein, Xo 2.” Each gram- of the 0.7 fraction is dissohed in 2 ml. cold water, the 
pH adjusted to 7.4 with 1 .m sodium hydroxide, then enough saturated ammonium 

-This expression is used to denote the relatixe volume of solvent in which the 
precipitate is dissolved It docs not mean that each gram is dissohed separatcK. 
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sulfate added with stirring to tnce of turbidiU It goneralh requires about 2 i nil 
ammonium sulfate per gm filter cake The solution is kept in an ice bath during this 
operation and then stored at about for 6 to 8 dajs \ gel of \tr> fine crj'-iila 
of \ east protein No 2 I'-, gradualh formed This is filtered off with the aid of S gm 
•standard «upcr cel per 100 ml of <!olulion ® The filtrate is brought to 0 85 •saturation 
with solid ammonium sulfate added •^lowK with siirnng (21 5 gm per 100 nil of 
filtrate) The precipitate formed is filtered with suction Filter cake = fraction 
071 

(&) Isolation of crystals of vcasl protein No I Lach gram of filter cake of 
fraction 0 71 is dis'^oUed m 0 5 ml cold water at 2 — a°C Saturated ammonium 
sulfate IS added to trace of turbidite then 1 m sodium h>dro\idc to pll 7 5 Tlie 
«;oIution is left at S*C for 5 to 6 da>-s 1‘rismatic cr>stals of >easl protein No 3 
(Fig 2) are graduall> formed The solution is centrifuged at 5 10'’C ^ The super 
natant solution is diluted with 2 \olumcs of cold 0 65 saturated ammonium •sulfate 
pH 7 2 (containing 2 ml 5 M sodium hydroxide per liter) lOgm of standard super ccl 
and 43 ml saturated ammonium sulfate are then added for each 100 ml of original 
supernatant solution The ammonium suUatc solution is added slowlj withstirnng 
The precipitate formed is filtered with suction resuspended twice m a volume of 0 Oa 
saturated ammonium sulfate of pH 7 2 equal to that of the first filtrate and refiltercd 
each time w ith suction Combined filtrates arc brought w itli solid ammonium sulfate 
to 0 85 saturation (141 gm per liter) and filtered with suction FiUcrcakt =» fraction 
0 72 

(c) Isolation of crastab of \cast >cnow protein Lach gram of 0 6 fraction is 
dissolved m 1 ml of cold water and 1 ml saturated ammonium sulfate is added a 
slight precipitate general)) forms The turbid solution is stored for 20 to 24 hours at 
S^C It IS then centrifuged and the residue i» discarded Die filtrate is titrated 
with 0 5 N NaOH to pH 7 2 and stored at 5*0 for 5 to 7 daw Hie gelatinous pre 
cipitatc formed i rcmov'cd b\ filtration with the aid of 10 gm hvflo sujier cel per 100 
ml of solution (The rc&iduc mav vicld ISo 2 cr>stali, when treated as de'>cril>ed in 
footnote 3 ) Flic clear filtrate is brought to 0 85 saluntion b> the slow addition of 
233 ml saturated ammonium sulfate per 100 ml filtrate and filtered with suction 
^ ickl 200 to 300gm fillcrcake This isihssolvcd in one half volume of II f) saturated 
ammonium sulfate is added to trace of turbidity The solution then tilrateil w ith 1 


® Rccrvstallization of V east protein No 2 1 he protein is extracted fromlhe suiier 

cel with cold water of about and isreprecipUatcd with solid ammonium sulfate at 
0 Sa saturation The precipitate i dissolved in about ^ volumes of cold water 80 
ml saturated ammonium sulfate is added foreverv 10 ml of water and the s lutim is 
titrated with 05% NaOII to pH 7 4 and stored for 7 davs or longer at afiiut S’C 
Gradual ciastallizalion of long needles takes place (Fig 1) 

\casl protein No 2 can abobc rccrvstalhzcd at pH 4 ? in 0 a saturated ammonium 
sulfate at 20 2o®C Lnder the e conditions the crjstal apjKar m the form of liev 
agonal ind rhomboid plate 

' Rccia talli/ation of \east protein No 3 Fhc centnfluid u^due of erv tals i 
di solved m about 2 volumes cf cald water and 2 5 volumes of -aluratcil ammonium 
sulfate is athled the clear olutioa i tilralid with 0 o % NaOH to pH 7 4 and stored 
for scwral clavs at 5 C Gradual crvs.lallbali<n of well f rmed pn nu t dis | laci 



Fig. 2. Crystals of yeast protein, No. 3. X 129.5. 

K NaOH to pH 7.5, and stored at 6°C. Cr 3 'stals of a j’clloiv protein (Fig. 3) gradually 
form. These arc centrifuged after 1 to 2 weeks.^ 

® Recrystallization of the j’east j'cllow protein.: The centrifuged residue of crj'stals 
is dissolved in an equal volume of cold water and one half vmlume of saturated ammo- 
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Fig ^ C^^^ta^ of jcast >cIIo\\ protein X 128 

The «iupen\ataut 'solution w diluted with 2 xolume's ol cold 0 65 ‘•aturated ammonium 
suUatc of pll 7 2 10 pm of standard «uptr al and 4^ ml *-aturaicd ammonium 

nmm sulfate is pradualU addud Tin. solution is titrated with 0 5 s NaOll to pll 7 5 
and stored at 5°C for «c\eral da\s RhomUohtdral cr\stal> of the \cllou protein 
pratfuilK form 



•100 


ckystau.ini: iinxoKJXAsr, 



Fig, 4(7. Cn'stais of hoxokinase. X 128.2. 


sulfate are added for each 100 ml. of the original sujjcrnatant solution. The suspen- 
sion is filtered with suction on No. 3 paper. The jjrecipitatc is resuspended twice in 
a volume of 0.65 saturated ammonium sulfate of pH 7.2, equal to that of the first 
filtrate, and refiltered eacli time with suction. Co;7ibincd filtrates are brought with 
solid ammonium sulfate to 0.85 saturation (143 gm. per liter) and filtered with suction. 
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I iG Ah Large cn'itaU of htxokinas. X IKi 


I liter cake alnmt ^0 gm — fraction 0 62 — i*. trtatnl ixactU a" ele'Cnlied m section M 
to \nUl fraction 0 6? \ certain amount «f \o I ctr^taN art gentralh formtil tiunng 

thi< ‘•itj ^ 

® If iht acliMiN of fraction 0 72 than W btxokm’uvt umt* fKr mg proUin, 

thtn «;ttp V -J oulil lx rtixaud The fin\l pnapitatt fraction 0 72 0 7^ or 0 6L a« 
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4. Dialysis in Dextrose Solution . — Each gram of filter cake of fraction 0.72, 0.73, 
or 0.63, as the case may be, is dissolved in 1 ml. of 1 per cent de.xtrose. The solution 
is transferred into a collodion bag provided with a large glass bead and is dialyzed in a 
rocking machine for 18 liours at about S^C. against slowly running 1 per cent dc.\-- 
trose. 

5. Fractional Precipitation with AtcohoI.~(a) The dial 3 'zed solution is diluted with 
cold 1 jier cent dc.\lro.sc to a volume equal in milliliters to 4.75 times the original weight 
in grams of the filter cake in step 4, and 1 ml. 1 m acetate buffer pH 5.4 is added per 
19 ml. of solution. The solution is cooled in a freezing mi,\ture bath to about — 2°C. 
and 35.7 ml. cold 95 jier cent alcohol added gradually with stirring to each 100 ml. of 
solution to a concentration of 25 per cent. The jirecipitatc formed is centrifuged off 
at about 5°C. The supernatant fluid is measured, cooled again to — 2°C., and more 
95 per cent alcohol added to a final concentration of 50 per cent (55.5 ml. per 100 ml. 
supernatant). The suspension is centrifuged, and the supernatant discarded. The 
residue is resuspended in a volume of cold 1 jicr cent dextrose equal to 2 times the 
weight of the filter cake in step 4 and recentrifuged. The clear supernatant is brought 
to pH 5.4 by the addition of 5 ml. 1 m acetate buffer of that pH to 100 ml. of solution 
and the alcohol fractionation is repeated. (This repetition is unnccessarv if the ac- 
tivity of the material before dialysis is above 100 units per mg. protein. In that case 
the residue left after centrifugation of the 50 per cent alcohol is supended not in dex- 
trose but in a \’olumc of cold water equal to 5 times the weight of the filter cake in step 
4. The suspension is then centrifuged and the supernatant solution is treated with 
ammonium sulfate as described in step 56.) 

(6) The final residue left after centrifugation of the 50 per cent alcohol mixture is 
resuspended in a \'olunie of cold water equal to twice the weight of filter cake before 
dialj'sis in step 4. The suspension is recentrifuged. The clear supernatant fluid is 
brought with solid ammonium sulfate to 0.90 saturation (66 gm. per 100 ml.). The 
precipitate formed by the addition of ammonium sulfate is filtered with suction. The 
filtration generalh' takes 1 or 2 da}^s. 

d. Crystallization . — Each gram of filter cake obtained from step 56 is dissolved in 1 
ml. 0.1 M phosphate buffer pH 7.0 at about 3°C. and 1 ml. saturated ammonium sulfate 
is added sIowl 3 ^ If a heavy precipitate is formed then a few drops of phosphate buffer 
are added to incipient clearing. The solution is centrifuged. The clear supernatant 
solution is left at about 5°C. Cr 3 'stals in the form of long prisms or fine needles 
(Figs, 4a and 46) graduall 3 " appear. Seeding hastens the crystallization, as usual. 

7. Rccrystallizalion . — The suspension of cr 3 'stals is centrifuged after 7 to 10 days. 
The residue is dissolved in a minimum amount of cold 0.1 M phosphate buffer pH 7.0 
and a volume of saturated ammonium sulfate is added equal to 1.4 volumes of the buf- 
fer used. The solution is left at 5°C. for cr 3 'stallization which is usually completed 
in 2 to 3 da 3 "s. The cr 3 ’stals are centrifuged or filtered with suction. 

The yield of crystalline bexokinase varies considerabty with the individual 
lots of j'east delivered to the laboratory, perhaps because of differences of age of 

the case may be, is used for diah^sis and alcohol fractionation as described in steps 4 
and 5. 
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the yeast Some lots even fail to yield any licTOkmase crystals It is ad- 
vantageous to carry through the purification of lots of 25 pounds of j cast to 
step 4 and to store the filter cakes (fractions 0 63, 0 72, and 0 73) at S°C until 
an accumulated stock of about 100 gm is obtained for further treatment In 
case hexokmase crj'stals fail to appear in the crystallization mixture within 7 to 


TABLE I 


Preparation 

Filter cake 

Total faezokinase 
activity units 

Specific 
activity 
Hetokmase 
units per 
nu; protem 

"iield 

Onginal aqueous extract 

tm 

4-8 million 

About 20 

per cent 

6,000,000 = 100 

+ washing IromlS 
lb yeast 

Fraction 0 6 

400-600 

2-3 million 

25-30 

40 

Fraction 0 7 

150-250 

1-2 million 

25-30 

25 

Fracbon 0 63 

5-20 

200,000-300,000 

100-170 

4 

Fracbon 0 72 

30-70 

400,000-500,000 

50-120 

8 

Fracbon 0 63 

After alcohol 

100,000 

250 

1 7 

Fracbon 0 72 

fractionation 

120,000 

300 

2 0 

First crystals (combined 

Klg protem 

167 

150,000 

900 

2 5 

0 63 and 0 72) 

First mother liquor 
Second crystals 

SO 

1 33,000 

90,000 

1 100 

1 1,100 

‘ ^ 

Second mother liquor 
Third coastals 

38 

22,000 

54 000 

300 
' 1,400 

0 9 

Third mother liquor 
Fourth crystals 

Fourth mother Lquor 
Fifth crystals 

Fifth mother Lquor 


27,000 

950 

1,350 

1,200 

1,440 

1,320 



10 day s the solution is then brought to 0 85 saturation with saturated ammo- 
nium sulfate and filtered n ith suction The filter cake is reworked through 
steps 3b to 7 

The total y leld of hexokmase can be increased by re\\ orkmg tlie various inert 
protem cry stals and super cel residues of step 3, each according toils place in 
the general scheme 

The extent of punCcation of an average lot of 25 pounds of yeast is given in 
Table I Tlie specific activity of the vanous protem fractions is gradually- 
raised on purification Tlie greatest rise, honever, takes place on ciystalliza 
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tion. ^ The spcific activity of the first ciystals is more than double that of the 
protein solution from which they were crystallized, while the protein left in the 
first mother liquor has a specific activity of only 11 per cent of that of the crys- 
tals. On further recrystallization the specific activity of the crystalline protein 
is gradually raised. ^ It reaches a constant value after 2 or 3 recrystallizations. 
The specific activityqf the protein in the mother liquor is lower than that of the 
crystals, the difference, however, becoming less and less as ciystallization is 
repeated. 


Tesls oj Purity of Crystalline H exokinase 

1. Repeated Crystallization. — ^The new protein has been reciystallized 5 times. 
The hexokinase activity per milligram of protein reached a constant value after 



two recrystallizations, while the activity of the mother liquors approached the 
same constant value after the third crystallization (see Table I). 

2. Solubility Curve. — The purity of a crystalline protein is conveniently tested 
by measuring the solubility of the crystals in a suitable solvent in the presence 
of increasing amounts of crystals in suspension. A curve is plotted of the 
amount of protein dissolved vs. the total amount of protein in suspension. The 
plotted curve is compared with the theoretical phase rule curve for a pure sub- 
stance (10). 

Fig. 5 shows the result of a solubility test on the crystals of the hexokinase 
protein which has been recrystallized five times. 

The crystab were first washed several times by centrifugation at S°C. with a solu- 
tion of ammonium sulfate of about the same composition as the solution used for 
crystallization, namely 2.5 m ammonium sulfate in 0.05 M phosphate buffer pH 7.0. 
Increasing amounts of the washed crystals were pipetted into 2 ml. test tubes. A glass 
bead was placed in each tube. The tubes were filled with 2.5 jr ammonium sulfate in 
0.05 M phosphate buffer pH 7.0 and stoppered. The test tubes were then attached by 
means of rubber bands on tlie face of a 5 inch wheel mounted on the shaft of a reducing 
gear which was slowly driven by a small motor. The rotation of the wheel at the 
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speed of 5 to 10 r.p.u. brought about continuous rolling of the glass bead along the 
side of each tube and thus kept the suspension stirred continuously. The suspensions 
were rotated for 18 hours at 5®C. Samples of each suspension were analyzed for pro- 
tein, the rest of the material was centrifuged at 5®C., and the dear supernatant fluids 
were analyzed both for protein and hexokinase activity. 

The solid lines in Fig. 5 represent the theoretical solubility curve of a pure 
substance. The experimental points fall close to the theoretical lines except 
near the point of their intersection. The irregularity in that region may be due 
to the presence of a small amount of impurities or denatured protein formed 
during the stirring as evidenced by the presence of fine strings and broken films 
of protein. 

3, Electrophoresis. — The mobility of five times recrystallized hexokinase pro- 
tein in the Tiselius apparatus was measured by Dr. A. Rothen. Measurements 
were made at pH 5.6 and 6.8. In both cases the protein was negatively charged 
andmoved as asingle electrophoretic component as shownby theimiformityand 
sharpness of the moving boundary. 

4, Sedmentction Studies by ^feans of the UUracetttrifiige.^Ttsts by Dr. A. 
Rothen show that when, centrifuged at pH 5.6 the protein is homogeneous to a 
high degree. At pH 6,0, however, a double boundary appears. This abnor- 
mality may be due to an effect of ultracentrifugation on the homogeneity of the 
hexokinase protein. 

The Protein Nature of Crystalline Hexokinase 

That the hexokinase activity of the crystals is associated with the protein 
nature of the material follows directly from Uie fact that the hexokinase activity 
per milligram of protein remains constant on repeated crystallization. Also, 
the solubility experiment showed that the dissolved material consisted of pro- 
tein of the same specific activity as the bulk of the material. Additional evi- 
dence on the protein nature of the hexokinase is shown by studies on the stabil- 
ity of crystalline hexokinase. Inactivation is accompanied by denaturation of 
the protein. Hexokinase is inactivated in the presence of a small amount of 
trypsin. The inactivation is a gradual process and is accompanied by a loss of 
protein as tested by precipitation in 2.5 per cent trichloracetic acid. The in- 
activation, however, proceeds at a rate faster than the rate of digestion of the 
protein. Crystalline chymotrypsin does not appear to affect cr>’stalline 
hexokinase. 

Stability of Crystalline Hexokinase 

1. Effect of Temperature and Crystalline hexokinase dissolved in dilute 
buffers of pH 4.5-7.5 is stable for 2 to 3 daj-s when kept at a temperature of 
5°C. or lower. At temperatures above 5®C. the enz 3 'matic adtvity is gradually 
lost. The rate of inactivation increases rapidly with increase in temperature. 
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The rate of inactivation varies also with the pH of the solution. He.\'okinase 
is most stable at about pH 5.0 which is near its'isoelectric point. The inacti- 
vation in the region of pH 4. 5-7. 5 is not accompanied by any significant hy- 
drolysis of the protein. The protein is denatured, however, and precipitates 
out when the solution containing the inactivated material is brought to pH 5.0. 

2. EJfect of Variotts Substances on the Stability of Hexokinase at pS 7.0 and 
27°C. The stability of a 0.0025 per cent solution of he.vokinase in 0.02 M phos- 
phate buffer pH 7.0 when stored at 26-27‘’C. is increased in the presence of 
certain sugars and also in the presence of glycine. The order of effectiveness of 
the various sugars tested is shown in Table II. 


TABLE ir 


Concentration of sugar in hexokinase 
solution, per cent 

! 

1.0 

0.02 

0.001 

0 

Per cent activity left after 20 hrs. at 27'C. 

Dextrose 

74 

70 

6 

0-S 

Mannose 

68 

65 



Sucrose 

29 

13 



Fnictose 

17 

0 



Galactose 

6 

0 



Maltose 

0 

0 

1 


Glycine 

57 

22 in 0.1 per 





cent glycine 




The order of the effectiveness of sugars as stabilizers of hexokinase does not 
correspond to the order of their effectiveness as acceptors of phsophorus from 
adenosine triphosphate. The order in that case is: 


Dextrose . 
Fructose 
Mannose 
Galactose 
Maltose . . 
Sucrose . 


100 per cent 
100 “ “ 

54 “ “ 

0 " “ 

0 “ “ 

Trace . . . 


Physicocheimcal Properties of Crystalline Hexokinase 

1. Elementary Analysis. — ^An aqueous solution of five times reciystallized 
hexokinase protein was dialyzed in a collodion bag with stirring against slowly 
running distilled water for 24 hours at about 5°C. The dialyzed protein so- 
lution was then frozen in dry ice-methyl cellosolve mixture and evaporated 
to dryness under vacuum while frozen. 

The chemical analysis was carried out by Dr. A. Elek of The Rockefeller 
Institute. The results of analysis are as follows: — 
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Carbon 

Hydrogen 

Nitrogen 

Phosphorus 

Sulfur 

Ash 


52 16 per cent 
7 OS » “ 

15 62 " " 

0 U « “ 

0 91 “ " 

036 « " 


2 Isoelecinc Poi«/ of Crystalline Sexohjnase by Cataphorests — Measiire- 
nients \^ere made of the rate of cataphoretic migration (6) of collodion and of 
quartz particles which had been soaked for a few mmutes in 0 5 per cent hexoki- 



Fig 6 Hexokmase activity curve 


nase solution and then suspended in 002 M buffer solutions The region of 
minimum mobility ^as found to be at pH 4 S-4 8 
S Uliraceninfitge Data by Dr Rothen — ^Diffusion constant (2^o) 
measured in acetate buffer pH 5 5 = 2 9 X 10“^ cm * sec 
Sedimentation constant (^ao) at same pH and temperature — 3 1 X 10“^’ cm 
sec dyne-^ gm 

Molecular weight at pH 5 5 calculated from the diffusion and sedimentation 
constants 96,600 

The specific volume of the material was assumed to be 0 740 at 1®C which 
IS the usual value for a protein 

The Cnzymaiic Properties of Crystalline Eexokinase 
I Sexohnase Actiiity Afeasuremcnl hexokmase actuitj is measured 
by the rate of formation of free aad (4) durmg the process of the catalytic 
transfer of phosphorus from adenosine tnphospbate to dextrose under stand- 
ardized conditions The amount of acid formed is determined b\ direct titra- 
tion Fig 6 sho^%s that the rate of formation of acid is nearly proportional to 
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the concentration of h exokinase over a range extending to the first 75 per cent 
of the ultimate amount of acid formed at the end of the reaction. 

2. The Eexokinasc Unit. — 1 unit of hexokinase is defined as the amount of 
enzyme which catalyzes the formation of 1 X 10“® hydrogen equivalents of 
acid per minute at 5°C. and pH 7.5, in a standard reaction mixture. This is 
equivalent to the liberation of about 1 mm^ of CO 2 from NaHCOs per minute 
at 25°C. when the acid formed is determined by the usual manometric method. 

J. Technique of Acitiviiy Measurement . — 

Solutions. — Stock solution of ATP (kindly suggested by Dr. Sidney P. Colowick). 

0.35 gm. of dibarium adenosine triphosphate, CioHuOisNsPaBaj, prepared from 
fresh calf musde by the method of Kerr (7), is dissolved in 5 ml. 0.2 ir hydrochloric 
acid, then 0.25 gm. of sodium sulfate (anhydrous) is added. The precipitate of barium 
sulfate is centrifuged off and washed once by centrifugation with 2 ml. of water. The 
combined supernatant solutions are neutralized to pH 7.5 with 1.0 m sodium hydroxide 
and the volume is made up to 10 ml. The solution is stable for several weeks when 
stored at 5°C. 

Stock solution of 5 per cent dextrose (Pfanstiehl) stored with a crystal of thymol 
at SX. 

Stock of 0.1 per cent phenol red in water containing 5.7 ml. 0.05 m sodium hydroxide 
per 100 ml. 

Solution A. — ^20 ml. of stock solution of ATP + 3 ml. of 0.05 M magnesium chloride. 
Stored with a crystal of thymol at 5°C. 

Solution B. — 8 ml. 5 per cent dextrose + 3 ml. 0.5 11 Sdrensen’s phosphate buffer 
pH 7.5 + water to 25 ml. Stored with th 3 Tnol at 5°C. 

Solution C. — 2.5 ml. of stock of 0.1 per cent phenol red made up with water to 100 
ml. 

Standard 0.01 u Sodium Hydroxide Solution. — ^It contains 6.25 ml. of stock of 0.1 
per cent phenol red per liter of solution. 

Standard 0.01 u Hydrochloric Acid . — 

Reaction Mixture Used for Activity Measurements . — 

0.5 ml. solution A + 

0.5 ml. solution B + 

0.5 ml. solution C. 

Mixed in test tubes 1.5 x 12 cm. 

Measurement.— The test tube containing the reaction mixture is cooled to 5°C., 
then 0.5 ml. sample of hexokinase dissolved in ice-cold water is added. The mixture 
is adjusted immediately with 0.01 at sodium hydroxide or hj'drochloric acid from micro- 
burettes to the color of a standard of pH 7.5, and then retitrated with 0.01 M sodium 
hydroxide to the color of the standard after standing for 30 minutes at 5°C. 
color standard consists of 2.5 ml. 0.1 M phosphate buffer pH 7.5 -h 0.5 ml. of solution 
C (phenol red). The hexokinase units in the 0.5 ml. sample added are then read off 
the curve (Fig. 6). 

4. Studies of the Enzymatic Action of Crystalline Hexokinase. 

(a) The effect of temperature. Fig. 7 shows the curves for the rate of the 
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reaction between adenosine triphosphate and dextrose at 5, 15, and 25°C, in 
the presence of a constant amount of crystalline hexokinase (2.5 hexokinase 
units). The rate of reaction was measured by the rate of formation of free 
acid in the reaction mixture. The temperature coefEcient was estimated from 
the inilial slopes of the curves and is about 2 per 10®C. 

(6) Effect of crystalline hexokinase protein on the reaction between adenosine 
triphosphate and various sugars, “nie dextrose in the reaction mixture was 
replaced by the following sugars: 



TABLE m 




0,02 



0,0025 

0.00125 

0 

0 01 K add formed in 30 min. at 

S^C, ml. .. . . . 


0.49 


0.31 

0.25 

0.16 

0.06 


Pentoses: /-arabinose, rf-xylose, /-rhamnose 
Hexoses: d-dextrose, d-fructose, d*mannose, d«gaIactosc 
Disacchatides: sucrose, d-lactose, maltose, trehalose. 

Trisaccharidcs: rafBnose. 

It was found that only dextrose, fructose, and mannose react with adenosine 
triphosphate. The rate of reaction in the presence of 15 hexokinase units is the 
same for dextrose and fructose and only about half as much for mannose. Tlie 
samples of sugars used were mostly Pfanstidil, c. v. 

(c) Effect of magnesium ions on hexokinase activity. Crystalline hexokinase 
requires for its catalytic action the presence of magnesium ions. This is shown 
in Table HI. The usual reaction mixture was used except for varying the con- 
centration of magnesium chloride in solution A. 

(d) Effect of inorganic phosphate ions. Crystalline hexokinase does not 
require the presence of inorganic phosphate ions as shown in Table IV. The 
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usual reaction-mixture was used except for varying the concentration of phos- 
phate buffer .in solution B. 

^ (e) Effect of varying the concentration of tlie substrates. Within certain 
limits of concentrations of adenosine triphosphate and of dextrose the rate of 
reaction is practically independent of their concentrations, as shown in Tables 
V and Vr. 


TABLE IV 


Molar concentration of phosphate buffer 1 
in solution B 

0.20 

1 

1 


n 

0 

0.01 N acid formed in 30 min. at 5°C., ml. . 

0.38 

iSi 

m 

iB 

m 

0.40 


TABLE V 

"Efeci of Varying ike Concentration of ATP 


Ml. solution -A in 2.5 ml. final reaction 
mixture. Concentration of mag- 
nesium chloride 0.004 m 

1.0 

0.75 

1 

0.50 

1 

0.35 

0.20 

O.OI N acid formed in 30 min. at 5°C., 
ml 

0.34 

1 

0.38 

0.39 

0.38 

' 0.26 


TABLE VL 

Effect of Varying the Concentration of Dextrose 


Dextrose in 2 ml. final reaction 

0.8 

i 

1 

0.6 

0.4 

0.2 

0.01 N acid formed in 30 min. at 
5°C., ml 

0.51 

0.51 1 

0.50 

0.50 


1 




The Extent of Reaction 

The extent of the reaction, as determined by the final amount of acid formed, 
varied slightly with the samples of adenosine triphosphate used, depending on 
their percentage content of pure ATP. The rate of the reaction, however, was 
found mot to var3f with the sample used, in agreement with the results given in 
Table V. The final amount of acid formed is equivalent approximately to one- 
tliird of the phosphorus content of the adenosine triphosphate in the reaction 
mixture, thus confirming tlie findings of Colowick and Kalckar (4). Crude 
hexokinase preparations gave rise to tlie formation of acid equivalent to about 
two-thirds of the phosphorus content of the ATP . 

Protein Determination 

Protein by Turbidity— b ml. sample of protein is mixed with 5 ml. 5 per cent 
trichloracetic acid. The mixture is left at about 20°C. for 1 hour. The tur- 
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bidity formed is compared in a photoelectric colorimeter with that of a suspen- 
sion of the same protein material of a known concentration, as determined by 
Kjeldahl analysis. A more convenient way is to draw a calibration curve for 
the turbidity of several concentrations of the standard protein solution as read 
against a suitable glass disk. This avoids the necessity of preparing fresh 
standards. This method covers the range of 0.02 to 0.8 mg. protein per ml. 
Colarimeiric Method (according to Herriott (8)). — 1 ml. sample containing 

0. 2. to 1.2 mg. protein + 1 ml. 0.0025 M cupric sulfate -f 8 ml. O.S M sodium 
hydroxide -f 3 ml. of 1: 3 dilution of Foiin’s phenol reagent (9) in water. The 
color developed is measured after 3 to 7 minutes and compared with that of a 
standard as described for the turbidity method. 

StIMMARV 

1. Crystalline hexokinase has been isolated from baker’s yeast. 

2. Crystalline hexokinase is a protein of albumin type of a molecular weight 
of 96,000. Its isoelectric point is at about pH 4.8. 

3. The method of isolation consists in separating the proteins of an aqueous 
extract of toluene-treated yeast by means of fractional precipitation with 
ammonium sulfate and with alcohol. 

4. The procedure involves also the separation of several crystalline proteins, 
including one yellow crystalline protein, which do not possess hexokinase activ- 
ity. The biological and the physicochemical properties of these proteins are 
still under investigation. 

5. The crystallization of hexokinase proceeds at about 5°C. in the presence of 
ammonium sulfate and dilute phosphate bufler pH 7.0. 

6. Crystalline hexokinase becomes relatively pure after 2 or 3 reciystalliza- 
tions as tested by solubility, sedimentation in the ultracentrifuge, and electro- 
phoresis. The enzymatic activity remains constant on repeated crystallization. 

7. The enzymatic activity is associated with the protein nature of the ma- 
terial. Inactivation is accompanied by denaturation of the protein. 

8. Crystalline hexokinase is relatively stable when stored in the form of 
crystalline filter cake. Solutions of hexokinase in dilute buffets ate most stable 
at pH 5.0. 

9. Crystallme hexokinase requires the presence of magnesium ions for its 
catalytic activity. 
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SOME PROPERTIES OF THE YEAST YELLOW PROTEIN 

By eric G. ball 

(From the Department of Biological Chemistry, Barmrd Medical School, Boston) 
(Received /orpubh'cation, March 30, 1946) 

The yellow protein crystallized by Kunitz and McDonald (7) from yea^t 
has been examined for some of its properties. The crystalline preparations 
employed were kindly placed at my disposal by these authors. The yellow 
color of the preparation appears to be largely due to a flavin prosthetic group, 
though another yellowish prosthetic group also appears to be present. No 
enzymatic function for this protein preparation has as yet been found. 

EXPERIMENTAL 

The preparations of the yellow protein were received as a paste containing 
ammonium sulfate. Ip the first preparation received, attempts to dialyze 
away this salt resulted in a loss of color and denaturation of the protein. All 
subsequent experiments were, therefore, performed on solutions of the proteii\ 
made by dissolving the paste in water. A dear lemon-yellow-colored solution 
was thus obtained. 

The absorption spectrum of such a solution, as measured in a Beckman spec« 
trophotometer, is shown in Fig. 1 by the curve labeled “Oxidized.” A peak 
may be observed in the region of X 450 mp. If, to this solution, a little solid 
dithlonlte (Na 2 S 20 <) is added, the yellow color fades pronouncedly but does 
not entirely disappear. This solution was overlaid with mineml oil in order 
to prevent its reowdation by air and its absorption spectrum was measured. 
The curve obtained is the one shown in Fig. 1 labeled “Reduced.” Read- 
ings below 400 mp were not taken since Na2S204 itself absorbs in this region. 
If the curve thus obtained is now subtracted from that of the oxidized form, 
there is obtained the curve labeled “Difference” which is given in Fig. 1. 
This curve with a definite peak in the region of 440 to 450 mp is suggestive of 
those given by various flavin compounds (<f^ BaU (2)). If air is admitted to 
the reduced solution, the yellow color is restored, the density reading at 435 mp 
returning to within 95 per cent of its original value. The reduction and oxida- 
tion process may be repeated indicating that a truly reversible o.ridation-reduc- 
tion system is involved in the color change. 

The protein content of the solution employed b these spectrophotometric 
experiments was determined. The protein was denatured by heat and by the 
addition of alcohol and the precipitate obtained washed with water until free 
from ammonium sulfate as indicated by Nessler’s reagent. The dry weight 
mdicated 94.6 mg. of protein per ml. of solution. If we are deaUng with a 
fiavoprotein, as seems likely, then using the density readings given in Fig. 1 and 
415 
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the dry weight, it is possible to calculate a minimum molecular weight. 
Employing Warburg’s (10) value for riboflavin at 445 m/i as /8 = 2.6 X 10 ^ and 
the density reading of 0.35 at 445 m^ for the curve labeled “Difference” in Fig. 
1, it can be calculated that each milliliter of solution contains 3.1 X lO'^ mols 
of flavin. If the protein is homogeneous and contains one flavin group per mole- 
cule, then 94.6 mg. of protein must correspond to 3.1 X 10-® mols. The mini- 
mum molecular weight of such a protein would, therefore, be three million. 

The application of heat or addition of alcohol to a solution of the protein 
causes the formation of a white precipitate of denatured protein and leaves a 



Fig. 1. The absoiption spectra of the yeast yellow protein in the oxidized and 
reduced forms. Values are for a 1 cm. cell and for a solution containing 94.6 mg. of 
protein per ml. 

clear yellow supernatant. The absorption spectra in the near ultraviolet of 
such supernatants vary according to the procedure employed for denaturation. 
Solutions' obtained by the addition of 4 volumes of absolute ethyl alcohol to one 
volume of protein solution show much more absorption in the near ultraviolet 
than those obtained by heat denaturation. Control experiments show that the 
alcohol is not contributing to this extra absorption. The absorption spectrum 
of an alcohol solution of the prosthetic groups resembles that given in Fig. 1 
for the protein itself for the region 350 to 550 m/r. These observations sug- 
gested the presence of two prosthetic groups in the protein, one yellow in color 
and the other absorbing primarily in the ultraviolet. The following experi- 
ments substantiate this suggestion. 

An alcoholic solution of the prosthetic groups of the protein was prepared as 
described above. This was evaporated to dryness on a steam bath and the 
small yellow residue resulting was taken up in water. The absorption spectrum 
of this solution is shown in Fig. 2, as curve 1. It resembles that of the protein 
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Itself This aqueous solution was now made acid to Congo red paper and ex- 
tracted successively n ith small portions of CHClj The dear colorless CHCI 3 
extracts were pooled, and mixed, and the absorption spectra of the chloroform 
extract and the clear yellow aqueous residue were measured In Tig 2, curve 
2 IS the spectrum of the aqueous yellow residue It shows a more pronounced 
peak m the region of 440 mp which is charactenstic of the fiavms than does the 
ongmal solution 5>.The yellow color of this soIutionV as discharged by the addi- 



Fig 2 The absorption spectra of the prosthetic groups of the yeast yello^vprotem 

Curve 1 An aqueous solution of the prosthetic groups obtained by alcohol 
denaturation of the protein Curve 2 Aqueous residue of the solution shown in 
curve 1 after its extraction with CHCli Curve 3 CHCli extract of solution shown 
in curve 1 

Final volume of CHCli solution equal to that of ongmal aqueous solution of curve 
1, thus curve 2 + curve 3 «= curve 1 

All solutions were measured m a 1 cm cell and contamed per milliliter the amount 
of material obtamed from 151 mg of protem See text for further details 

tion of NasSsO^ and returned on shaking with air Ascorbic acid did not cause 
such a reduction which is to be expected if the > ellow color is due to a flavin 
The chloroform solution has the spectrum shown by curve 3 m Fig 2 It shows 
three peaks located at 375, 285, and 265 mp with much stronger absorption at 
the latter tvv o points There is thus no doubt that tw o different compounds 
are present 

Further proof was now sought for the flavin nature of the yellow prosthetic 
group by submittmg it to the procedure for production of a lumiflavin deriva- 
tive The yellow aqueous residue from the chloroform extraction was further 
treated with chloroform until httle ultraviolet absorbing matenal W'as extracted 
It was then made 0 05 in NaOH and irradiated v\ ith white light for 3 hours with 
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cooling under running tap water. The irradiated yellow solution was again 
made acid to Congo red. Extraction with one portion of chloroform now re- 
moved practically all the yellow color from the aqueous residue. The chloro- 
form solution so obtained had the characteristic greenish yellow fluorescence dis- 
played by lumiflavin solutions. The absorption spectrum of the solution left 
little doubt that the yellow compound was flavin in nature. It showed two 
main peaks centered at 450 and 345 m/t with the peak at 450 mju possessing on 
either side shoulders characteristic of lumiflavin (^. Warburg (10)). The spec- 
trum differed from that of lumiflavin in that the peak at 345 mju was nearly the 
same height as that at 450 m/i but this may well be due to the presence of a 
residue of the other prosthetic group which absorbs in this region. 

All the evidence thus points to the conclusion that the yellow color of the pro- 
tein is due primarily to the presence of a flavin compound. Two flavin pros- 
thetic groups are known, riboflavin phosphate and flavin-adenine dinucleotide. 
The presence of the latter compound can be detected by its ability to function 
as the coenzyme of the i-amino acid oxidase system (cf. (11)). Solutions of the 
yellow prosthetic group obtained from the yeast yellow protein by any 'of the 
described procedures did not act as a coenzjme for d-amino acid oxidase, nor 
did they prevent the functioning of added flavin-adenine dinucleotide m this 
test system. It would appear, therefore, that the flavin described here is either 
riboflavin phosphate or some unknown compound. 

The nature of the prosthetic group extracted from acid solution by CHCh 
is not known. It would appear to possess some group capable of undergomg 
dissociation, since it cannot be extracted from alkaline solutions by CHCb. 
Aqueous solutions of the material may be obtained by solution of the faintly 
yellow residue left after evaporation of CHCI3 solutions. The residue, how- 
ever, dissolves more readily in weakly alkaline solutions than in water to give a 
faint but definitely yellow solution. This yellow color is not discharged by the 
addition of Na 2 S 204 but it fades markedly on acidification of the solution. This 
change in color with pH is readily reversible and is reflected in a difference in the 
absorption spectra of the acid and alkaline forms. The acid aqueous form pos- 
sesses a spectrum similar to that given by the CHCI3 solution of this 
group shown in curve 3, Fig. 2. It possesses peaks at 260 to 265, and 285 mp 
and shows general absorption in the region of 325 to 450 mfi. The alkaline 
aqueous form possesses one peak at 260 m/t which is higher than either of those 
for the acid form in this region, and shows general absorption extending from 
325 to 500 mja. 

As yet, no catalytic function has been found for this flavoprotein. It has 
been tested manometrically for activity in the o.xidation of the following sub- 
strates: glucose, hypoxanthine, acetaldehyde, sodium lactate, sodium succinate, 
df-alanine, /-leucine, and glycine. It also failed to catalyze the reaction be- 
tween reduced diphosphopyridine nucleotide and methylene blue. 
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DISCUSSION 

Green, Knox, and Stumpf (6) have also described the preparation of a flavo 
protein from yeast for which no catalytic function could be found Their com- 
pound does not appear to be the same as the one described here, though there 
IS some resemblance m the absorption spectra of the two compounds The 
flavoprotem obtamed by Green el al contains fiavm ademne dmucleotide and is 
browmshyeliow in color Moreover, the second prosthetic group which it con- 
tarns does not appear to be released by denaturation of its protem earner 

It IS of mterest to note that more and more flavoprotems with atypical ab- 
sorption spectra and thus contammg presumably two or more prosthetic groups 
are being discovered In this group, m addition to the two yeast compounds 
mentioned above, may be listed xanthme oxidase (3), liver aldehyde oxidase 
(5), and the glucose oxidase obtamed from Pentctihnm notatiim (4, 9) The 
significance of this couphng of the flavm oxidation reduction system with 
another prosthetic group m presumably the same protem molecule remains ob 
scure Indeed, the nature of the material present m addition to flavm m any 
one of these protems is as yet unknown One may presume that a vitamin is 
involved In the case of the unknown prosthetic group of the flavoprotem 
described here, a comparison of its absorption spectrum with that of different 
vitamins was made Some sirmlanty is to be seen between its spectrum and 
that of foUc acid (1) and vitamm Be (8) These substances, however, exhibit 
a change m spectra with pH which is just the reverse of that observed for the 
compound described here 


SUMMARY 

The >east yellow protem contains two prosthetic groups, one of which is 
undoubtedly a fiavm The nature of the other is unknown, though some of its 
properties are described 

No catalytic function for this protem has as yet been found 
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CXJLTIIRE CONBITIONS AND THE DEVELOPMENT OF THE 
PHOTOSYNTHETIC MECHANISM 

III Intliience of Light Imensity on Cellular Characteristics 
OF Chlorella* 

By jack MYERS 

With the Technical Assistance oe James Johnston and Helen Davis 

{From the Department of Zoology and Physiology, University of Texas, Austin) 

(Receued for publication, March 12, 1946) 

V Expenmental material for studies on the photosynthetic process has beep 
grown under a wide range of conditions In the past httle attention has beep 
paid to differences in culture conditions smce the photosynthetic mechanisin 
was regarded as rigid and clearly defined More recent work suggests that the 
vanous parts of the photosynthetic mechanism are distmct and separable A 
possibility which now assumes added significance is that a range of expenmental 
material with different photosynthetic characteristics may be obtamed by con- 
trol of previous conditions of growth This would be a great aid to biochemical 
analysis of the mechamsm 

A senous problem in any comparison of cells growm under different conditions 
lies in the selection of a reliable index of protoplasmic matenal to which met- 
abolic rates may be referred Li previous studies on photosynthesis attempts 
express ‘'sbsdate” rates have been hmtted m scope Commoa procedure 
been to compare the behavior of replicate samples of a single batch of cells 
In metabolic studies on the algae and other microorganisms rates of metaboUc 
processes have been expressed variously m terms of umt cell volume, umt dry 
weight, unit cell number, unit cell lutrogen, or unit chlorophyll The present 
paper presents data describing the relationships between these different umts of 
protoplasmic material for cells of Chlorella pyrcnoidosa cultured under different 
conditions of light intensity This study of effects of a single variable in cul- 
ture conditions depends upon the use of an apparatus for the continuous cul- 
ture of microorganisms described by Myers and Clark (1944) 

EXPERIMENTAL 

Chlorella pyrcnoidosa (Emerson’s strain) was groviTi m a modified Khop's solution in 
three units of the continuous culture apparatus previously described ThcEnop’s 
solution contained 0 010 ii MgSO^ 0 012 m KNO 3 , 0 009 M KH-POi, 13 3 X 10"^ 
re«(S 04 ) 8 , 56 0 X 10“^ m sodium atrate, and 1 0 ml /liter each of the As and Be solu 
tions of Ainon (1938) ■nhich pro\ ide 0 5 parts per million B, 0 5 ppm Mn, 0 05 ppm 

* Supported by a grant from the University of Texas Research Institute 
419 
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Zn, 0.02 ppm. Cu. and 0.01 ppm. each of Mo, V, Cr, Ni, Co, W, and Ti. The medium 
was prepared as described in a previous paper (1944) and adjusted to a pH of 5.0. 

Constant temperature in the (Cambers was provided bv rapid circulation of water 
from baths maintained at 25.00“ and 25.05“ =t 0.05“C. 'lllummation was provided 
by four pair of 40 watt clear lumiline tungsten filament bulbs mounted end-to-end on 
four vertical holders spaced symmetrically about each chamber. Lamps rated at 120 
volts were operated at 115 volts i 1 volt as secured through- a voltage stabilizer. 
Light intensity was adjusted by variation of the distance of the lamps from the cham 
ber and by use of 16 mesh galvanized iron screens placed around the chamber or lamps 
or botli. One layer of screen has a transmission of 66 per cent; two layers, of 43 per 
cent. To obtain the lowest intensities used it was necessary to substitute three 10 
watt, 120 volt, S14 bulbs mounted on each of the four vertical holders. By placing these 
25 cm. away a uniform illumination on the chamber could be secured. Measurements of 
light intensity were made witli a Weston No. 603 foot-candle meter which has a pho- 
tronic cell with quartz window.^ 

Sterile precautions of culture were maintained throughout and checked by daily 
samples of '^l ml. withdrawn into sterile flasks of glucose-peptone broth. Upon any 
evidence of contamination cultures were discontinued. 

In the continuous-culture apparatus a photometric device dilutes the culture 
suspension at such a rate that the density of population is maintained approxi- 
mately constant. In the present study the population densities were arbi- 
trarily adjusted at about 0.6 to 0.7 c.mm. cells per ml. In the chamber the 
algal suspension is contained in a 5 mm. annulus between two glass tubes. A 
rough check on the transmissions of several suspensions was made by illuminat- 
ing with a narrow focused beam of light in a 5 mm. absorption cell placed just in 
front of a large photronic cell. This arrangement gives an approximate sum- 
mation of the directly transmitted and forward scattered light. A suspension 
of mflY i'm iim chlorophyll content (grown at 10 f.-c.) gave 73 per cent “trans- 
mission” as compared with the cell filled with water; a suspension of minimum 
chlorophyll content (grown at 360 f.-c.) gave 89 per cent “transmission.” In 
the chamber an algal cell which is momentarily on the inside of the annulus gets 

‘ Our experience with the calibration of the instrument should be cited. After a 
period of use of about 1 year the foot-candle meter was checked against a Bureau of 
Standards lamp operated through a carefully calibrated ammeter and found to read 
about 35 per cent high. It was returned to the manufacturer who corroborated the 
high calibration and inserted a new photocell unit and calibration. On return (and 
at the beginnmg of the experiments here reported) the instrument read about 4 per 
cent high against two different Bureau of Standards lamps; 6 months later (at the end 
of these experiments) it read 10 per cent low. Light intensity values reported here 
are meter readings without corrections which probably would not be significant. No 
accurate means of checking the linearity of the instrument were available.^ However, 
linear response with low resistance meters is a well knorni characteristic of this 
type of photocell. 
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much better than the above fractions of the mcident flux since it is also exposed 
to the flux transmitted across the circle from the other side of the annulus. 
Because of the problems of scattering and the annular nature of the chamber the 
situation does not submit to precise anal)rsis. However, it is clear that uni- 
formity of illumination is good. Furthermore, the design of the apparatus 
insures that the effective light intensity is not changed by the growth or sam- 
pling of a culture. All factors considered, it is probably safe to estimate that 
no cell of a given suspension ever experiences a variation of light intensity of 
more than about 20 per cent. 

Cells harvested from the apparatus have been examined for cellular char- 
acteristics, Parallel measurements of photosynthetic activity are reported in 
the following paper of the series. 

Cell volume (cubic millimeters of packed cells per milliliter of suspension) was 
estimated by a centrifuging technique whidi in our hands has yielded good precision 
(±2 per cent). DupUcate 20 or 25 ml. aliquots of suspension are centrifuged out in 
conical centrifuge tubes of 50 ml. capacity cut down so that the capillary of a Van 
Allen ihrombocytocrit (Van Alien, 1926) may be inserted to the bottom. The packed 
cells, resuspended in a little fresh Knop’s solution of the same pH as the har\'ested 
suspension (pH 5.8), are sucked up into the bulb of the thrombocytocrit. A second 
small portion of the Knop’s is used as a wash and also drawn up. The usual clip 
is placed over the thrombocytocrit capillary and the tube and duplicate centrifuged 
for 1 hour at 3300 r.p.ii., 20 cm. radius, or a relative centrifugal force of 2420. As 
hoted by others (Tang and French, 1933; Sargent, 1940) readings of the volume 
of packed cells approach a minimum value asymptotically. A minimum value is 
normally attained in less than 45 minutes. A 7nd hour of centrifuging produces less 
than 1 per cent decrease in reading. The reading remains unaltered for some time. 
The cells are tightly packed and at first can be expelled only by insertion of a wire. 
In time they loosen up and can be blown out. The capillary has a capacity of 30 c.mm. 
calibrated to 0.5 c.mm. and readable to 0.1 c.ram. Checks with weighed amounts of 
mercury show an accuracy of calibration of ±2 per cent in a series of six tubes. Other 
checks show that the cell volume so determined is independent of the choice of aliquot 
size. 

As an index of cellular material the cell volume has been widely used as 'an 
approximate measure and variously criticized as an exact measure in photo^ 
synthesis work {cj. Crozier, Tang, and French, 1934; Sargent, 1940; Tang and 
French, 1933; van Hille, 1938). The cell volume obtained in our hands by the 
above technique is a rapid and precise estimate of cellular material. It re- 
quires a total time of about 75 minutes and a working time of only about 15 
minutes. The cell volume per milliliter of suspension was therefore nm as a 
routine and used as a common denominator for other measurements which 
could not all be made simultaneously. 

Cell numbers were estimated by hemoortometcr counts of about 1000 cells in a total 
of four drops of suspension as previously described (M>’ers, 1944). 
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Cell drj' weights were obtained by centrifuging known aliquots of suspension, 
washing twice in distilled water, and transferring the cells in a little water to fared 
weighing bottles. Cells were dried 24 hours at 105°C. As a check on the method 
of drjdng, several duplicate samples were dried at room temperature in vacuo and at 
lOS^C, The dry weights obtained by. the two methods were not significandy different 
tliough the dried cells were quite different in appearance. Cells dried at 105°C. gave 
a hard, coherent film from which they could not be readily suspended in water; those 
dried in vacuo formed a light, fluffy powder, easily resuspended. 

Cell nitrogen was determined by sh'ght modification of the method of Johnson 
(1941). Samples of suspension of 1 or 2 ml. were centrifuged out in test tubes and 
washed twice in water. Kjeldahl digestion and nesslerization were performed in the 
same tube. Nitrogen was estimated with a photoelectric colorimeter employing Corn- 
ing fillers No. 3387 and No. 5030 and calibrated with a standard cun^e. In our hands 
the precision of the method is estimated at ±5 per cent. 

Total dilorophyll was determined by extracting duplicate centrifuged samples 
(4 to 10 ml. of suspension) witlr boiling methanol, diluting to 10.0 ml., and reading in 
a photoelectric colorimeter employing a 1 cm. water cell, a sealed 1 cm. cell of m/3 
copper sulfate, and an RGS Jena filter. This gives a band extending from 640 to 710 
my. witli a peak at 660 my. A calibration curve in relative units was obtained by quan- 
titative dilution of a ceil extract. Data are reported in these relative “chlorophyll 
units.”* Inadequacies of the method (use of hot methanol, the broad wave length 
band of our colorimeter) are fully realized. However, as a relative estimate of total 
dilorophyll, it is rapid and reasonably precise (db 2 per cent). 

In practice samples of the culture suspensions were harvested at 24 hour (or 
otlier) intervals, leaving as an inoculum for the next interval a constant amount 
of suspension as indicated by a mark at an arbitrary heiglit on the chamber. 
When a constant density of population is being maintained the relation between 
the amount of tlie inoculum and the amount of the sample is an index of rate of 
growth. From tlie characteristics of tlie continuous-culture apparatus per- 
fectly logarithmic growth is to be expected, regardless of the population density 
maintained. Rate of growth is expressible in terms of the constant k in the 

equation log ^ = k i . In applying the equation, Na is expressed in milli- 
0 

liters of inoculum at the beginning of each interval, N in total milliliters of 

* A check agamst a diloroplij-ll preparation (American Chlorophyll Company, 5X) 
gave the result that 1 unit = 3.77 micrograms of dilorophyll. This would give diloro- 
phyll analyses ranging from 4 to 20 per cent of the drj' weight. In view of the values 
of 2 to 7 per cent reported by Sargent (1940) and calculated approximately from tlie 
data of Emerson and Arnold (1932) our values seem unreasonably high and we hesi- 
tate to report chlorophyll in absolute units. Cellular extracts and a methanol solu- 
tion of the commercial preparation give nearly identical red absorption bands as 
checked by a Beckman spectrophotometer. A likely source of error not investigated 
is the purity of the commercial chlorophyll preparation. 
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suspension (miUihters of inoculum -}* miUiUters of sample) at the end of a unit 
time mterval, of 1 day 


RESULTS 

The data are listed in Table I and presented graphically in Fig 1 Each 
datum is an average of three determmations made on different days (m some 
cases weeks apart) over a penod in which population density and growth rate 
were essentially constant Population densities are presented as evidence that 
this is not a variable m the present e'^enments Some expenments were run 
simultaneously at different light intensities, the general chronological order of 


TABLE I 


Light lateasity 

1 Relative 
growth rate 

I)i7 weight 

1 Cell 
^ Bitrogeo 

Cell No 

Cell 

chlorophyll 

Population 

ocBsity 

/ c 


im 

t mm 

tfe mm 

X 10* ctlli/ 

vniUlc mm 

e mmjml 

360 (S) 

0 840 1 

27 0 

20 3 

6 3 ! 

2 7 


92 (3) 

0 830 

24 2 

1 21 9 

13 2 

5 3 


55 (4) 

0 730 

23 7 

20 7 

15 3 

6 9 


35 (1) 

0 576 ' 

22 2 

21 3 


9 0 


19 (2) 

0 336 ! 


— 

-- 

— 


(6) 

0 362 ' 

— 

— 

24 0 

10 0 

1 0 69 

10 (7) 

0 180 1 

21 4 

' 21 5 

31 2 

1 11 6 

' 0 65 

6 (8) 

0 103 

1 

— 

1 ~ 

28 2 

1 12 7 

1 0 70 


JV ' 

* k “ l/i X log — , 1 being a time unit of I day 

iro 


experiments is indicated by the figures m parentheses after the hght intensities 
in Table X 

The hght mtensity curve of growth m Fig 1 is a typical hght saturation curve 
and wiU be discussed m this connection in the foUowmg paper It is presented 
here only for comparaUve purposes 

A marked feature of the curves is the concomitant variation m cell number 
and chlorophyll per unit \ olume of ceils With higher hght intensities of cul 
ture the cells become increasingly larger but with about the same chlorophyll 
content per cell This is an entirely unexpected phenomenon It appears that 
the adjustment of cell size and chlorophyll content are correlated by a cellular 
mechanism m such a way that there arc always about the same number of 
chlorophyll molecules per cell The question now arises whether there are any 
real changes m chloroplast size and structure that accompany the vanation of 
chlorophyll concentration in terms of cell volume This has important irapk- 
cations in relation to theories of the photosynlhetic unit 

The intermittent hght studies of Emerson and Arnold (1932) revealed that 
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for very short intense flashes separated by comparatively long dark periods the 
photosynthetic yield per flash per cubic millimeter of cells is an approximately 
linear function of the chlorophyll content per cubic millimeter of cells. The 
relationship was such as to indicate about 2500 chlorophyll molecules per mole- 
cule of carbon dioxide reduced per flash. This observation gave rise to the con- 
cept of a phoiosynihelic unit, a physical unit in which a large number of chloro- 
phyll molecules somehow participate in the reduction of one molecule of carbon 



Fig. 1. Growth rate and cellular characteristics (cellular quantities/unit cell vol- 
ume) as a function of light intensity of culture. Units are lO'® gm. drj'' weight/c.mm., 
micrograms nitrogen/c.mm., 10® cells /c.mm., arbitrary units chlorophyll/c.mm. 

dioxide. Alternative explanations have been proposed {cj. Emerson, 1937) and 
objections to the original theory have been made on various grounds. Our data 
offer a new point of view in interpretation of the observations of Emerson and 
Arnold. 

'\\flien chlorophyll concentration is varied by light intensity of culture it ap- 
pears that the effect is caused almost entirely by variation in cell size without 
much change in number of chlorophyll molecules per cell. It seems quite likely 
that a similar phenomenon occurs when chlorophyll is varied by the use of mer- 
cuty or neon lamps as used by Emerson and Arnold. At least part of the dif- 
ference between mercury and neon light must lie in a variation in effective 
intensity. Neon produced cultures which grew more rapidly and yielded cells 
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with lower chlorophyll concentration so that it seems comparable with our use 
of high intensity. If it be assumed that the same parallel between chlorophyll 
concentration and cell number occurred in the experiments of Emerson and 
Arnold as in ours, then carbon dioxide reduced per flash per cell (or per chloro- 
plast) also becomes a constant value. In effect, the argument suggests a 
cellular or physiological type of the photosynthetic unit, which has quite different 
imphcations from those required of a physical type of um't. 

Data on chlorophyll vary with light intensity in qualitatively the same 
fashion as previously reported for Chlordla. Sargent (1940) found chlorophyll 
contents of 3.3 per cent and 6.6 per cent respectively for cells grown under 
“high” and “low” light intensities. As a means of systematically varying 
chlorophyll concentration the fivefold range obtained here by control of light 
intensity may be compared with the sixfold range obtained by Emerson (1929) 
by control of iron concentration in C. vulgaris, the ten- to twelvefold range ob- 
tained by Fleischer (1934) by control of iron and nitrogen concentrations in the 
Cornell strain of Chlorella, and the sevenfold range obtained by Emerson and 
Arnold (1932) by use of illumination from mercury and neon gaseous discharge 
tubes for C. pyrenoidosa. 

The dry weight per unit volume of cells changes more slowly ynth. light in- 
tensity of culture, the total variation amounting only to about 20 per cent in the 
range of intensities studied here. Apparently celh grown at higher light in- 
tensities store less hydrated materials. In terms of dry weight and cell number 
our values are consistent with those cited by Tang and French (1933) for the 
»me strain of Chlordla, Their data give 1 c. mm. cells = 18.7 X 10® cells *= 
23.2 X 10"® gm.* Both of their values fit in between our values for cdls 
cultured at 55 and 35 f,-c. 

The variation in nitrogen content per urut volume is small and probably not 
significant. The nitrogen content of the cells is surprisingly high (7.5 to 10 per 
cent of the dry weight) . Check analyses by the Dumas method^ on a sample of 
dried cells grown at 92 f.-c. yielded 8.3 percent nitrogen as compared to 9.1 per 
cent calculated from the appropriate values of Table I. The latter calculated 
value is an indirect one since the nitrogen and dry w'eight were determined on 
separate aliquots and would be higher than a direct determination on the dry 
material if any nitrogenous compound is lost on drying. The possibility of loss 
of ammonia on drying was tested by evacuating, through a trap of dilute acid, a 
tube containing a considerable quantity of cells. Subsequent nesslerization 
revealed no ammonia in the acid trap. We are unable to explain the somewhat 
higher value obtained by our micro Kjedahl procedure than that obtained by 

* The last value is corrected in its decunal point according to a personal communica- 
tion from Dr. C. S. French. 

^ We are indebted to Dr. J. W. Melton of the Department of Chemistry for tliesc 
analyses. 
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Dumas analysis. At any rate the nitrogen content of Chlorella is high and in 
the same range as the nitrogen content of 5.9 per cent to 9.6 per cent found for 
isolated chloroplasts of several higher plants by Menke (1938) andNeish (1939). 

DISCUSSION 

The results do not in themselves dictate the selection of any one particular 
cellular quantity as an index for metabolic acitvity in C.pyroioidosa. CeU 
nitrogen has frequently been chosen on the theory that it provides the best 
measure of cellular machinery. Unfortunately the nitrogen analysis is too 
slow and (in our hands) of too low a precision for routine work. It closely 
parallels cell volume. This is not surprising if it be considered that the hydra- 
tion of the cell is particularly influenced by its protein content. There is noth- 
ing to indicate any marked changes or instability in the water content of the 
cells. We have selected cell volume as a convenient index of cellular material 
in investigating the photosynthetic characteristics of cells grown under different 
light intensities. The data presented relate other cellular characteristics to 
cell volume so that metabolic rates may be converted to other indices at will. 

SUMMARY 

1. Chlorella pyrenoidosa has been grown in a continuous-culture apparatus 
under various h'ght intensities provided by incandescent lamps, other conditions 
of culture being maintained constant. The harvested cells were analyzedfor 
cell number, dry weight, nitrogen, and chlorophyll per unit cell volume. 

2. Cell nitrogen and cell volume are parallel measures of cellular material 
over the range of light intensity studied. 

3. The dry weight per cell volume increases slowly with light intensity, show- 
ing about a 20 per cent variation. 

4. Chlorophyll concentration and cell number show a concomitant decrease 
with increasing light intensity, varying in such a way that there are always 
about the same number of chlorophyll molecules per cell. It is considered that 
this phenomenon has bearing on the interpretation of data which has led to the 
theory of the photosynthetic unit. 
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CULTURE CONDITIONS AND THE DEVELOPMENT OF 
THE PHOTOSYNTHETIC MECHANISM 


IV. Influence of Light Intensity on Photosynthetic 
Characteristics of Chlorella* 

By jack MYERS 

With the Technical Assistance op Frank Ervin and Mary Loh Murray 

{From the Department oj Zoology and Physiology, University of Texas, 

(Received for publication, March 12, 1946) 

Numerous data in the literature indicate that the photosjrnthetic character- 
istics of an organism depend upon pTe^dous conditions of culture (e.g. Aufdem- 
garten, 1939; Emerson, Green, and Webb, 1940; McAlister and Myers, 1940; 
Myers and Burr, 1940; Sargent, 1940). The apparatus for the continuous 
culture of unicellular algae described by Myers and Clark (1944) permits the 
systematic study of the effects of culture conditions by examination of a single 
variable at a time. The present paper considers the effect of light intensity of 
culture on the subsequent photosynthetic behavior of Chlorella pyrmoidosa. 
Supporting data on parallel effects of light intensity on cellular characteristics 
are presented in the preceding paper of the series (Myers, 1946). 

EXPERIMENTAL 

Chlorella pyrenoidosa was grown at 25®C. with 4.4 per cent carbon dioxide in 
Knopfs solution in three units of the continuous-culture apparatus as described 
in the preceding papers (1944, 1946). The data to be reported were obtained 
in two series of experiments. Series I was done before and Series II in parallel 
with the work of the preceding paper. 

Series I . — Photosynthetic characteristics were studied manometrically by the War- 
burg technique using a bath with glass bottom thermostated at 25 ± 0.05®C. Some 
measurements were make in a Knop*s solution (pH 4.45) saturated with 4.4 per cent 
carbon dioxide. An aliquot of cells was antrifuged out, washed in Knop’s, and then 
taken up in a measured volume of fresh Knopfs solution. Equal amounts of this 
final suspension were pipetted into each of a pair of vessels and an additional measured 
volume of Knop's added to one of the vessels to obtain different liquid:gas ratios. 
The rates of Os-evolution and COj uptake could then be calculated. Other measure- 
ments of photosynthesis were made in the Warburg No. 11 buffer (0.005 ii KsCOj 
-I- 0.095 M KHCO 3 ) using a suspension prepared by centrifuging and washing an ali- 
quot of cells in water and in buffer and then taking up in a measured volume of buffer. 
In all cases the rate in terms of millimeters of pressure change per hour was determined 
graphically by taking 5 minute readings over a period of about 1 hour. The period 
of illummation was followed by a period of about an hour in darkness for measurement 
of respiration. 

• Supported by a grant from the University of Texas Research Institute. 
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Illumination for the measurements was provided by a bank of seventeen 60 watt 
Mazda lamps closely arranged in two rows 27 cm. below the reaction vessels. Lamps 
rated at 120 volts were operated at 112 ± 1 volt as provided by a voltage stabilizer 
and variable transformer. About 600 foot-candles of illumination are provided at the 
positions of the reaction vessels. In determination of the light intensity curves, the 
rates in five vessels were measured simultaneously. Intensity was then varied by the 
use of Jena NG-series neutral filters attached to the bottoms of the vessels by holders 
which also masked out all stray light. The net transmission of the filters was esti- 
mated from the spectral absorption curves obtained on a General Electric recording 
spectrophotometer. The incident intensity upon the five filter vessel combinations 
was not uniform but was measured eadi day by a calibrated barrier type photocell 
enclosed in an Erlenmeyer flask and immersed in the bath. By a slide and carriage 
arrangement the photocell could be moved to the mean position of each vessel. 

In practice the culture suspension was harvested at daily intervals, leaving as 
an inoculudi for the next interval a constant amount as indicated by a mark at an 
arbitrary height on the chamber. The relation between the amount of inoculum 
and the amount of the daily sample is an index of rate of growth, A culture 
was maintained at a given light intensity until the rate of growth and the rate 
of photosynthesis became constant. Thereafter, the light intensity curves in 
No. 11 buffer and measurements under 4 per cent CO 2 were made as described 
above. 

The population densities (cubic millimeters of cells per milliliter of suspen- 
sion) were determined on duplicate aliquots of suspension by centrifuging in 
Bauer and Schenk tubes as described in the second paper of this series (Myers 
and Clark, 1944). Densities of population were arbitrarily adjusted to about 
1.0 c.mm. per ml. (actually ranging from 0.90 to 1.64 in different cultures). 
In each experiment several determinations of pH were made on the freshly 
harvested suspension by means of a Coleman glass electrode. 

Series II.— Data obtained in the first series (see below) indicated that the assimila- 
tory quotient does not vary systematically with light intensity of culture and averages 
about -0.92. The manometric technique was therefore modified by making all 
measurements in Knop’s solution saturated with 4.4 per cent carbon dioxide, using 
single flasks for each determination, and assuming an assimilatory quotient of —0.90. 
Light intensity curves were obtained as a routine in five flasks as otlierwise described 
in Series I. Cell volumes were determined on duplicate aliquots by centrifuging in 
Van Allen thrombocytocrit tubes as described in the preceding paper (1946). Popu- 
lation densities were adjusted to lower values (0.60 to 0.70 c.mm. cells/ml.) since other 
data (j'et to be published) indicate that at low light intensities rate of growth is some- 
what higher at lower population densities at which there is less mutual shading. 

RESULTS 

Light intensity curves of Series I obtained with cells immersed in the No. 1 1 
carbonate-bicarbonate buffer are presented in Figs. 1, 2, and 3. Abscissas 
represent light intensity in foot-candles during the measurements. Ordinates 



3^c:K -JirrEss 


431 

represent rate of O 3 evoJution (m c. nun. Oj/hour/c.mm. cells) corrected for 
respiration. Although respiration rates were not determined with veiy great 
precision they seemed to depend somewhat on the light intensity of culture. 



Tig. t. Light intensity curves for cells cultured at the light intensity indicated on 
eadi curve. Rate » c.mm. O^/hour/c-mm. cells measuredio No. 11 buffer. Series I. 



Ric. 2. Light intensity curves for cells cultured at the light intensity indicated for 
the various points. Rate « c.mrn. Qj/5iour/c mm. cells measured in No. 11 buffer. 
Series I. 

Cultures grown at higher intensities (Fig. 3) gave respirator)’ rates in the range 
of 1.8 to 2.4 c.mm. 0? /hour/cjnm. cells; at the lower intensities (Fig, 1), 1.2 
to 1 , 8 . 

Each of the curves of Figs. I, 2, and 3 characterizes cells grown at the indi- 
cated light intensity. Each curve is drawn as a best fit for experimental points 
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obtained on at least two different samples from the same culture. (For 
purposes of comparison the cur^^es for cells grown at 25 and 60 f.-c. are repeated 
in different figures.) In terms of their response to light intensity cells grown at 
different intensities differ in two important respects: (1) the maximum rate of 
photos^mthesis attained at high intensities and (2) the shape of the fight in- 
tensitj' cur\re at lower intensities. 

The ma.ximum rates of photosjmthesis attained for each of the curves of 
Figs. I, 2, and 3 are plotted against the light intensity of culture in Fig. 4 5. 
Three regions of fight intensity, AB, BC, CD, can be recognized in Fig. 4 b 
corresponding to the groupings of tlie cun^es in Figs. 1, 2, and 3, respectively. 
IMaximmn capacity for photosimthesis is attained by cells grown at intensities 
in the range of 25 to 60 f.-c. The e.vact nature of the region B C (whether tilted, 
or flat as drawn) cannot be decided. As indicated b3’- Fig. 2, the precision of the 
measurements is hardly good enough to distinguish between 25, 40, or 60 f.-c. 
Below a fight intensity of growtli of about 25 f.-c. the mayimnm capacity for 
photosjmthesis falls off rapidly (BA). Above about 60 f.-c. the maximum 
capacity for photosyntliesis falls off slowly (CD). 

IMeasurements of rates of photosynthesis in Knop’s solution -f- 4 per cent CO2 
under 600 f.-c. (saturating fight and CO2) yielded the data plotted in Fig. 4 a. 
No determinations of respiratoiy rates were made; the respiration corrections 
used (1.2 to 2.4 c.mm. 02/hour/c.mm. cells) were obtained from the measure- 
ments in the carbonate-bicarbonate buffer. l\Iean values of the assimilatorj'- 
quotient for cells groum at the different light intensities are presented as the 
last column of Table I. Values of the quotient did not vary significantly with 
the possible exception of tlie lower value of ~ 0.86 obtained for cells grown under 
3.25 f.-c. The shape of the curve is similar to that of curve 4 b. It is of 
interest that for cells cultured at intensities above 25 f.-c. the rate of photos3m- 
thesis measured in Knop’s -h 4 per cent COo is roughi}’’ 15 to 20 per cent higher 
than the rate obtainable in the No. 1 1 buffer {cf. Fig. 4 a and 4 b). Only for cells 
cultured at ver}-- low intensities do the two methods yield equivalent values. 

That the curves 4 a and 4 b are not a chance result of the order of e.xperiments 
or the particular population densit)’- or pH of each experiment can be seen by 
inspection of the first four columns of Table I. The light intensities used are 
listed in chronological order for each culture. 

Presented in the fifth column of Table I are the relative growth rates for each 
light intensit3^^ Fig. 4 c shows the data on growtli rate plotted against the 

J In the continuous-culture apparatus, which insures a perfectly logarithmic growth, 

N 

the relative growth rate, k, is defined 63’- the equation log — = 5 /. In applying the 

equation, No is expressed in milliliters of inoculum at the beginning of cacli inten'al 
and N in terms of total milliliters of suspension {No + milliliters sample) at the end of 
a time interv'al, /, of 1 day. 
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Fig 3 Light intensity curves for cells cultured at the light intensity indicated on 
eadi curve Rate s=cmm Oj/hour/c,mm cells measured m No 11 buffer Senes I 



Fig 4 (a) The martmum rate of photosynthesis (cjnm C^/hour/cjnm cells) 
measured at 625 f *c m Knop’s + 4 4 per cent COa as a function of the light intensity 
of culture (6) Tlie maxunum rate of photosynthesis (c mm Oj/hour/amm cells) 
measured 625 f -c. m the Warburg No 11 buffer as a function of the light mtensity 
of culture (c) Relati%c growth rate as a function of the light mlcnsit> of culture 
Data of Senes I 
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Fig. S. Light intensity curves for cells cultured at the light intensity indicated on 
each curve. Rate = c.mm. Oa/hour/emm. cells measured in Knop’s + 4.4 per cent 
CO 2 . Series II. 


TABLE I 
Culture Data 


Culture No. 

Culture 

intensity 

Population density 

ph 

Growth rate 
(see text) 

Assimilstory 
quotient 
(see text) 

1 

f.-c. 

c.vtm./cc, 1 

1 



38 

325 

1.34 

5.8 

0.910 

— 

40 

325 

1.56-1.64 

5.8 

0.865 

0.86 


95 

0.92-1.08 

5.8 

0.840 1 

0.91 

1 

40 

1.24 

5.8 

0.432 

— 

i 

60 

1.16-1.24 

5.9 

0.648 

0.89 

41 

40 

0.94-1.02 

5.8 

0.408 

0.94 


12 

1.06-1.14 

5.7 

0.168 

0.93 

42 

25 

0.90-0.94 

5.8 

0.384 

0.93 


9 

1 1.18-1.20 

6.0 

0.144 

0.93 

43 

17 

1.18-1.22 

5.9 

0.192 

0.94 


light intensity of culture. At low intensities ( < 60 f.-c.) growth rate is pro- 
poitional to light intensity. At high intensities ( > 100 f.-c.) growth is nearly 
independent of light intensity . A similar type of curve was obtained by B ristol- 
Roach (1928) from a study of rates of growth of Scenedesmus. 
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Fio. 6. Light mtcnsity curves for cells cultured at the light intensity indicated on 
each curve. Rate * c.mm. 02/bour/c.mm. cells measured in Knop’s + 4.4 per cent 
COa. Serics^II. 



Fig. 7, (a) The maximum rate of photosynthesis (c.mm. Oa/hour/c.mm. cells) 
measured at 625 f.-c. in Knop’s + 4.4 per cent CO2 as a function of light intensity of 
culture. (5) The rate of photosynthesis (c-mm. Oj/hour/emm. cells) prevaflmg in 
the cultures for each light intensity of culture estimated from Figs. S and 6. (c) 
Relative growth rate as a function of light mtcnsity of culture. Data of Series II. 
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The data of Series II experiments are presented in Figs. 5, 6, and 7. Light 
intensity curves obtained in Knop’s solution + 4.4 per cent carbon dioxide 
follow the same general trend as those of the first series obtained in the car- 
bonate-bicarbonate buffer. One difference appears in the actual crossing of 
the curves in Fig. 5 indicating for cells grown at the lower light intensities an 
enhanced photosynthetic ability measured at low intensities. This is a phe- 
nomenon commonly recorded in the literature of “sun” and “shade” plants 
(c/. Boysen-Jensen and Muller, 1929) but not observed by Sargent (1940) in his 
study on Chlorella. The appearance of the phenomenon here is not entirely 
consistent and it is difficult to see why a similar effect is not apparent in Fig. 1 
of the first series. Another possible difference lies in the lack of any plateau in 
Fig. 7 a as compared to Fig. 4 a, although this hinges upon the significance of a 
single point of each curv'e at 92 to 95 f.-c. 

The light intensity curve of growth (Fig. 7 b) of the second series is somewhat 
steeper than that of the first series (Fig. 4 c), probably reflecting the decreased 
population densities and better light distribution maintained in the second 
series. Both growtli curves appear to extrapolate toward zero light intensity 
although this is obviously impossible since some energy must be required to 
maintain the basal metabolism of the culture. 

DISCUSSION 

Cells cultured within the range of light intensities reported here always de- 
velop a capacity for a maximum rate of photosynthesis^ much higher than they 
ever experience during growth. This is indicated in Fig. 7 h which is drawn 
from data interpolated from the curves of Figs. 5 and 6 in order to express the 
rate actually attained in the culture chambers. At higher intensities of culture 
(> 35 f.-c.) the capacity for photosynthesis (Fig. 7 a) decreases although the 
rate actually attained during culture (Fig. 7 b) increases. Presumably at still 
higher intensities or culture (> 360 f.-c.) cells might be produced with a capac- 
ity for photosynthesis no greater than actually eiqierienced during growth. 
(Like conclusions obtain from a similar analysis of the curves of Figs. 1, 2, 
and 3.) 

The above argument rests on the assiunption that the rates of oxygen evol- 
tion measured in the Warburg flasks approximate the rates actually experienced 

2 As used herein capacity for photosynthesis or maximum rate of photosynthesis de- 
scribes tlie rate of photosyntliesis, in terms of o.xygen evolution, which obtains under 
conditions of light and carbon dioxide saturation at 25'’C. According to classical 
interpretation it is determined by the rate of the dark or enzymatic or Blackman re- 
actions. Actually any such measured rate is merely a rate of oxygen evolution and 
includes the effects of any processes opposing photosynthesis {e.g. photooxidations) 
over and above the dark respiration. 
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in tlie culture chambers. Several experiments on cells grown at liigher light 
intensities have confirmed this assumption. Duplicate samples, one taken 
directly from the culture suspension, and the other with cells washed and re- 
suspended in fresh Knop’s solution of the same pH (5.8), have been compared 
in Warburg vessels of approximately the same volume. Retention of carbon 
dioxide by the fluid occurs at this pH so that rates of oxygen exchange cannot 
easily be calculated, but equal rates in vessels of the same volume and liquid: 
gas ratios must mean equal rates of oj^gen evolution. Comparisons have also 
been made of cells washed and resuspended in fresh Rnop’s at pH 4.5 with cells 
in the original suspension adjusted to pH 4.5. Rates obtained for celk in the 
original suspension were generally slightly but not significantly higher than 
those obtained for washed cells in fresh medium. Fig. 7 h therefore seems a 
justifiable estimate of rate of photosjmthesis attained in the culture chambers. 

From Fig. 7 a it appears that at a rather narrow optimum range of light in- 
tensity of culture C. pyretioidosa develops a maximum capacity for photo- 
synthesis in terms of oxygen evolution per unit volume of cells. Above about 
50 f .-c. there occurs a falling off in photosyntbetic capacity with increasing in- 
tensity of culture. This appears to be correlated with the transition region be- 
tween the light-limited and light-saturated rate of growth (Fig. 7 c). 

The limitation of growth rate is in itself an interesting problem. Certainly 
the factor causing the limitation is not located within the photosynthetic 
mechanism since none of our light intensity curves of photosyntliesis show 
complete light saturation in the cultures themselves. This is in accord with 
the data of Bristol-Roach (1928) who studied the effects of glucose and light 
intensity on rate of growth of Scenedesmus. At low light intensities the addi- 
tion of 1 per cent glucose more than doubled the rate of growth; at high in- 
tensities it bad practically no effect. 

The data suggest the hypothesis that at light intensities above those wliich 
limit growth ( '“^ SO f .-c.) the cells develop mechanisms to dispose of the excess 
photosynthetic products above those used in the usual dissimilatory processes, 
One such mechanism might easily depend upon photooxidation processes 
which are known to occur (Franck and French, 1941; Myers and Burr, 1940), 
or upon “oxidation processes inride the assimilatory mechanism” in the sense 
of Gaffron (1939, 1940; cf. also Franck and Gaffron, 1941). In terms of such 
processes the falling off of curve 7 a and the bending over of curve 7 b above 
50 f.-c, may be reasonably explained. An important implication of this line of 
reasoning is that (for cells as usually cultured) any photosynthesis-saturating 
light intensity is “unphysiological” in the sense that photosyntbetic products 
must be accumulating faster than they can be handled by the usual cellular 
mechanisms that lead to growth. In long time experiments “effects of light on 
respiration” and other anomalies would seem to be expected. 
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Slill another explanation must be found for the phenomenon illustrated by 
comparison of curves lb and 7c. In changing from a light intensity of culture 
of 92 to 360 f.-c. the rate of growth is not increased; yet the net rate of oxygen 
evolution in the culture increases applreciably. At 360 f.-c. photosynthetic 
products are produced faster and must result in proportionately greater storage 
material or must diffuse out of the cells into the culture medium. Probably 
both of these effects occur. From the data of the preceding paper (1946) 



Fig. 8. Maximum rate of photosynthesis (c.mm. Oz/hour/unit cellular quantity) 
as a function of light intensity of culture for various indices of cell quantity. Data 
of Fig. 7a recalculated in terms of the data of Table I of the preceding paper (Myers, 
1946). Units of cellular quantity are raicrograms nitrogen, 10"® gm. diy ^yeight, ar- 
bitrary units chlorophyll, 10® cells for cell number. 

cells grown at 360 f.-c. have a 10 per cent greater dry weight than at 92 f.-c. 
At the same time the algae evidently secrete some organic material into the 
media since bacterial growth always develops in cultures (even without citrate) 
if sterile precautions are not maintained. 

The falling off in capacity for photosynthesis at culture intensities below 25 
f.-c. (Figs. 4u, 46, and 7 a) finds no apparent explanation. Inspection of the 
light intensity curves suggests that the effect observed here involves a quite 
different factor in the photosynthetic mechanism than that which operates at 
a high culture intensity (c/. Fig. 1 with Fig. 3 and Fig. 5 with Fig. 6). The 
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light intensity curves are of further interest in relation to those of previous 
w orders Cells cultured at the lowest intensities (Fig 1) give curves approach- 
ing the Blacljnan type with a relatively short transition between tlie hght- 
limiting and light-saturating portions of the curve Unfortunately the true 
slopes of the curves under the light limiting range of intensities cannot be 
estimated accurately from the present data although this is a matter of con- 
siderable importance 

The data of Fig 7a have been replotted m Fig 8 m terms of otlier mdiccs of 
cell quantity obtained from Table I of the precedmg paper (1946) The curve 
of Fig 7a in terms of unit cell volume is not changed in shape if plotted in terms 
of unit dry w eight or unit nitrogen In each case maximum capacity for photo- 
synthesis IS attained at a hght intensity of culture of about 35 £ c In terms 
of rate per cell or rate per unit chlorophyll, however, this effect is entirely 
masked by the pronounced increase m cell size and decrease in clilorophyll 
concentration with increasing light intensity of culture In terras of unit 
chlorophjll or unit cell number the maximum capacity for photo^tliesis 
mcreases continuously with increasing hght intensities of culture 

As a means of varying the capaaty for photosynthesis the control of hght 
intensity as used here affords a possible variation of 30 to 45 per cent from the 
maxunum value, which is approximately that obtained by Sargent (1940) It 
IS much less than the 85 per cent variation recorded by Emerson and Arnold 
(1932) on cells grown under neon and mercury lamps However, they acknow 1- 
edged that they did not attain a maximum hght saturated rate for cells poor 
in chlorophyll which would make their range of variation appear greater than 
It actually was 


SUMMARY 

1 Chlorella pyrcnaidosa has been grown m a continuous culture apparatus 
under vanous hght intensities provided by incandescent lamps, other conditions 
of culture being maintained constant Light intensity curves for cells immersed 
m the No 11 Warburg buffer and m Knop's solution + 44 per cent COj at a 
saturating hght intensity were determined as diaractenstics of the photo- 
S 3 mthetic mechanism These characteristics were referred to the centrifuged 
ceil volume as an index of quantity of cellular matenal 

2 Cells grown at intensities m the range of about 35 f c develop a capacity 
for a high rate of photosynthesis (emm Oz/hour/emm cells) At culture 
intensities above or below this range the cells produced have a lower capacity 
for photosynthesis A similar effect is observed for rate of photosjmthesis 
per unit dry w eight or rate per unit cell nitrogen 

3 The rate of photosynthesis per cell or rate per umt chlorophyll sho^;s no 
maximum at any hght intensitj of culture but increases contmuously through- 
out tlie range of hght intensities studied 
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4. Maximum rate of growth is attained at a light intensity of about 100 f.-c. 
The hypothesis is advanced that at culture intensities above that needed to give 
maximum rate of growth (100 f.-c.) a mechanism is developed which opposes 
the photosynthetic process and removes the photosynthetic products. 

5. The low capacity for photosynthesis shown by cells grown at culture in- 
tensities below 35 f.-c. finds no immediate explanation. 

6. The shape of the light intensity curve is markedly affected by the light 
intensity at which the cells have been cultured. Cells grown at lower intensities 
give fight intensity curves approaching the Blackman type with a short transi- 
tional region between light limitation and light saturation. 
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THE PENETRATION OF VESICANT VAPORS INTO HUjVIAN SKIN* 
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Of obvious importance in the mechanism of action of vesicant agents are the 
relative rates at which different agents p)enetrate the human skin. The present 
study was imdertaken to secure basic information on this question. Because of 
the experimental difficulties envisaged in a quantitative study of the penetration 
of vesicants as liquids, the present work was confined to the measurement of the 
penetration of vesicant vapors. 

The problem has been resolved into four phases: (1) the development of 
precise analytical methods for roeasuiing the amount of vesicant penetrated; 
(2) the construction of a suitable apparatus for applying vesicants, as vapors, 
to small areas of the skin; (3) a thorough test of the analytical methods and 
apparatus by means of appropriate model experiments; (4) the actual measure- 
ment of the rate of penetration of the vesicant vapors into human skin. 
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*This work was all done under Contract No. OEMsr-313 between The Rockefeller 
Institute for Medical Research and the Office of Scientific Research and Development, 
which assumes no responsibility for the accuracy of the statements contained herein. 
The experiments were performed during the period October, 1943, to November, 1944. 

tDied, No\-cmber 7, 1944. 
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PENETRATION OF VESICANT VAPORS 


The following agents, the formulae of which are given above, were em- 
ployed in this study: bis(/3-chloroethyl)sumde (mustard gas, H); jS-cbloroethyl- 
benzylsulfide (benzyl-H); /?-chloroethyl-ethyl-suIfide (ethyl-H); ethyl-bis(/?- 
chloroethyl)amine (EBA); tris(i3-chloroethyl)-amine (TEA). 

1. Micro Methods for the Determination of Sulfur and Nitrogen Mustards 

In the present studies, determination of the amount of vesicant vapor pene- 
trated has been made by exposing human skin to the vapor given off by a known 
amount of liquid vesicant contained in a cup placed on the skin. After a given 
time interval, the amount of liquid vesicant remaining in the cup is measured, 
and the amount of vesicant penetrated is determined by difference. 

From the work of Henriques, Moritz el al. (1) on the penetration of labelled 
lewisite and mustard gas, it is evident that the rate of penetration of vesicants 
per cm.-nf skin surface is of a very low order of magnitude, measurable in terms 


TABLE I 

The Determination of E, Benzyl-E, Ethyl-H, EBA, and TBA 


Compouad 

Amount taken 

Amount found 

1 

1 

y 

y 

H 

677.2 

680 i 2 

Benzyl-H 

252.7 

253 ± 1 

Ethyl-H 

502.7 

498.5 ± 0.4 

EBA -HCI 

496.2 

500 ziz 3 

TBA -HCI 

j 497.6 

504 ±2 

1 


of gammas. Since the amounts which penetrate are generally small in compari- 
son to the amounts applied to the skin, micro methods of considerable precision 
were required for our projected study. In order to expedite the work as much as 
possible, general methods were sought which could be applied to each vesicant 
with little or no modification. To meet these requirements for measuring the 
penetration of vesicant vapors, a method has been devised in which the vesi- 
cants are hydrolyzed and the liberated H+ is determined by titration. By this 
means, amounts of H, benzyl-H, ethyl-H, and the nitrogen mustards (em- 
ployed as hydrochlorides) in the range of 500 7 were determined with an ac- 
curacy of 1 per cent. The results are presented in Table I. 

In the case of the sulfur-containing mustards, hydrolysis was performed in 50 
per cent aqueous alcohol. With the nitrogen mustards, aqueous allmli was 
employed. In measuring the HCI liberated in the alkaline hydrolysis of the 
nitrogen mustards by back titration to pH 3-4, the titers obtained represent 
the difference between the equivalents of HCI liberated and the equivalents of 
the ethyldiethanolamine or triethanolamine present in the hydrolysate. Sup- 
plementary e.xperiments showed that these last named ammes can be quanti- 
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tatively measured by titration to pH 3 (brom phenol blue) with suliunc acid 
The determinations r\ere also successfully earned out on a macro scale 
The accuracy of the results presented above, though not unusually high, is 
sufficient for the purposes of this investigation Since, as was mentioned ear- 
lier, the penetration rates are determined by difference, the precision of the 
method as a whole, rather than the absolute accuracy of the titrations is the 
important factor As will be shown later, the precision of the method is better 
than 1 per cent 

S — A five times recrystallizcd sample of H made by the thiodiglycol process was 
kmdly put at our disposal by Dr du Vigneaud 

Bencyl-H and Etkyl B — ^These were stock samples which were freshly distilled 
before i^e 

EBA and TBA — These substances were employed as their hydrochlorides wluch 
were dried at room temperature to constant weight tn vacuo over P,Os Analyses of 
these compounds, given below, show that they were pure 

EBA HCl CsHuNCU Calculated N 6 8, Cl“ 17 2 

206 7 Found “6 8, “ 17 2,17 5 

TBA HCl C,H,d^CU Calculated N 5 8, Cl* 14 7 

241 2 Found “ S 85, " 14 7 

For experiments in which the nitrogen bases were employed, these bases were 
made from the respective h>drochlondes, distilled in lacuo, and stored m dry ice 
until u«e 

Ethyldiclhanolaminc and Tnethanolamme — ^These compounds were commeraal 
preparations The ethjldiethanolamine was distilled before use 
Micro DdertmnaUon of Ifie Sulfur Mustards —One cc of a standard H, benzyl H, 
or ethyl H solution in alcohol was pipetted into a small flask, an equal volume of 
water was added, the flask was immediately stoppered and immersed in a water bath 
at 80® C for 20 mmutes After cooling to room temperature, a small drop (0 01 cc ) 
of methyl red wa« added and the H'*' liberated by hydrolysis was titrated with 0 02 n 
N aOH by means of a micro burette A blank was run simultaneously 

Micro Delcrtnvuilton of the Nitrogen Mustard Bydrocblorides — One cc of the stand 
ard aqueous hydrochloride solution was pipetted into a flask, followed by exactly 
1 cc of 0 02 N NaOH This flask was immediately stoppered and immersed m a 
water bath at 80® C for 15 minutes After cooling to room temperature, 2 drops 
(ca 0 05 cc ) of brom phenol blue (0 04 per cent m 95 per cent ethanol) were added 
and the solution was back titrated to a color chan^ 3) by means of 0 01 n HCl 
It was later found that methyl red was a more satisfactory indicator than brom 
phenol blue 

Z Apparatus for the Measurement of the Rate of Penetration of Vapors 
into Skm 

Description of the Apparatus —In preparation for experiments on the penetra 
tion of the vapors of vesicants into human skin, an apparatus was designed and 
constructed for the application of vapors to unit areas of skin The apparatus 
consists of the folloumg parts (numbered as in Fig 1) 
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(1) A fiange, of pyrex glass, measuring 25 mm m diameter, 5 mm m thickness, 
v.ith a hole in the center 18 mm m diameter at its narrower opening and ground to 
form a female joint The top and bottom surfaces are ground flat, and fire polished 
The two arms, 25 mm long and 4 mm m diameter, provide a means of attachment 
to the skin 

(2) A “penetration cup” also of pyrex glass, with thin walls, a small “penny” 
handle, flat bottom, and a depth of 4 mm It fits into the flange to fall 1 mm short 
of the top surface, and is equipped with a separate ground glass cap 

(3) A fan made of a short length of iron wire fabricated into the conventional 
propeller design, approximately 8x2 mm , with a platmum bushmg as its hub It 
IS necessary that the fan be protected from the action of HCI smee this aad is hberated 
during the hydrol3rsis procedure The fan can be rendered aad proof by electrodep 
osition of a heavy silver plate followed by a gold plate A length of platmum wire 
IS suitably shaped to function as the fan axle and support The wire is looped to a 
diameter slightl} larger than that of the mner base of the cup, is bent vertically up, 
then horizontally across to the cup center, then down to its bottom, this last portion 
being the axle proper A slight groove ground around the base of the mner wall of 
the cup mto which the loop is tightly inning provides rigid support for the axle 

(4) A small Alnico horseshoe magnet of 30 mm widi, forced mto a wooden fork 
the shank of which is turned down to fit the chuck of a motor Rotation of the 
magnet spins the fan 

(5) A hydrolyzing vessel with a long taper ground jomt, and a bottom molded to 
accommodate the handle of the cup 

(6) A micro stock bottle, made from three selected lengths of tubmg that tele 
scope snugly The innermost «leeve is made into a short handled weighing stick and 
the stick end then sealed mto the rounded off bottom of the outermost sleeve The 
middle sleev e is rounded oflf at one end, provided with a penny handle, and then cut to 
fit just to the top of the weighmg stick, and to extend to bottom of the outer slccv'c 

The capillary pipettes (cf Fig 2 a) employed for introduction of the vesicant into 
the penetration cups are prepared from soft glass, previously cleaned with chromic* 
sulfunc aad, which is drawn to a bore of 130 to 150 microns Portions 120 to ISO mm 
in length are calibrated roughly with water and arc then cut mto lengths (30 to 40 
mm ) appropriate for delivering 0 5 rag of vesicant These sections are sealed into 
the tapered end of the capillary jacket w^th Kromg cement, allowing the capillary 
to protrude about 10 mm 

For ease m handling, and to prevent breakage, sleeve guards are provided for both 
the capillary pipette and the penetration cups The sleeve for the pii>etle is adjusted 
so that the capillary tip juts slightly beyond its edge It is also of a diameter that 
just fits over the contamer m the micro stock bottle, and therefore acts as a guide m 
fillmg The sleeve for the penetration cup fits over the pipette sleeve at one end, 
and at the other accomodates the cup The latter is held firmly by means of a cork 
grooved to fit the penny handle of the cup Fig 2 a, b, c) 

Descrtplton of the Procedure— "in bnef oullmc, the procedure is as follo\vs The 
penetration cup is cleaned and dried, the vesicant is added, and the cup is transferred 
to the flange previously attached to the sUn After the desired time interval, the 



446 


PENETRATION OP VESICANT VAPORS 


cup is removed from the flange, dropped into the hydrolyzing vessel, and the HCl 
liberated after hydrolysis is determined. A detailed description follows: 

Cleaning and Handling.— The. cup is cleaned with chromic-sulfuric acid, thoroughly 
washed with water, and dried. The fan is washed with acetone and dried. The cup, 
fan, and fan support are handled with forceps. 



Micpopipette vdth Tilling micropipette Introduction of vesicant 
sleeve quard from stock bottle into penetration cup 

(aT (W (c) 


Fig. 2. Apparatus for introduction of vesicant into penetration cup. 

Introduction of Vesicant into Penetration Cup o?id Subsequent Steps . — ^The steps in 
the addition of the vesicant to the cup are illustrated in Fig. 2 a to c. The micro 
pipette is filled by slipping its sleeve guard into the outer sleeve of the stock bottle 
until the capillary tip touches the liquid vesicant. The pipette fills instantly by 
capillarity. The vesicant is then pipetted onto a disk of filter paper fitting snugly to 
the base of the penetration cup; the capillarity of the fitter paper is utilized to drain 
the pipette. This in most cases is a spontaneous process initiated by touching the 
capillary tip to the filter paper. Occasionally, a slight positive pressure is necessaiy. 
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This may be achieved by blowing lightly into a short lengtli of rubber tubing attached 
to the capillary jacket. 

After the addition of vesicant, the cup is immediately transferred to the flange, 
previously taped to the skin. ^Vhen the fan is used, the magnet is fixed into position 
and allowed to rotate at about 600 rj*.w. throughout the course of the experiment. 
Alter the chosen time interval, the cup is removed from the flange and dropped gently 
into the hydrolyzing vessel to which a measured amount (2 cc.) of the hydrolyzing 
liquid has already been added. The vessel is tightly stoppered and kept in a \vater 
bath at 80® C. for IS minutes, after which it is removed, allowed to cool, and the IlCl 
present after hydrolysis is determined as described earlier. 

To determine the reproducibility of delivery from the micro pipettes, they afc 
filled with the vesicant, as described above, and then emptied directly into the hy- 
drolyzing vessel. The HCI liberated upon hydrolysis is determined as described 
before. It is found that, with some practice, it is possible to deliver 500 y of II to 
within about ± 17 . 'With the vesicants other than H, the precision is somewhat les5, 
namely, to 2 y. 

Control Expcrijnenls . — To determine the incidental losses of vesicant vapor during 
the penetration experiments, parallel controls were alv.-ays run. In these control 
experiments, the manipulations were the same as in the penetration experiment^ 
except that the penetration cup was closed off for the requisite period by means of a 
ground glass cap. In the case c{ H, the loss in the control experiments was found to 
be 7 7 in 10 minutes, 10 7 in 20 minutes, and 12 7 in 30 minutes. Similar data were 
accumulated for the other vesicants studied. 

It has been found that the losses in the control experiments N'ary not only with thfi 
duration of the experiment, but also with the temperature at wluch the experiment is 
conducted. Moreover, the magnitude of the loss is different for each agent, varying 
as a function of volatilitj’. Therefore, in the penetration experiments with human 
subjects, reported later, the amount of vesicant penetrated represents the difference 
between the amount of agent left in the cup after a given exposure period and 
control \'alue. The control value, or blank, is the average amount of agent left in 
the cup as determined in a series of control experiments. To obtain each blank valun 
with a high degree of precision, a set of at least 12, and sometimes as many as 40, 
control experiments were performed. To illustrate the tj'pe of data obtained, a few' 
t>-pical examples may be gi\*en. In the penetration experiments with H vapor given 
in Table XV under “20 minute exposure,” the blank was 514 7 . This blank was the 
rppan of 30 control experiments whose a'^erzge deviation (A.D,) was il. 57 . Xhff 
standard deviation (S J).)* hi this series of experimenU was il.gr, and the standard 
error (SJE.)^ of the mean was Similarly, the "10 minute blank” cmploj'cd 

in the e:q>eriiiients with EBA vapor ^'cn in Table V under “10 minute exposure” 
was 5147. This blank was the mean of IS controls having an A.D. of i2, an S.D. 
of :i: 2 . 87 , and a S.E. cf The "60 minute blank” emplo>-ed in the experiments 

*The standard deviation (SJ) ) was computed according to the efrration S.D. 

= V^A«-l)a-^dthestandardcTTcr(S.K)wasccmrftea‘acTCxdmgtoUhteq'iation ^ 
S.E. =Vzd=/Ir.(n- 1)1 where d represent the ’ ^ ‘ ' ....them— ^ 

and r, represents the number cf values. 
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mth TBA vapor given in Table VI under “60 mbute exposure” was SlOy. This 
blank was the mean of 18 controls having an A.D. of ±1.67, an S.D. of dbl.Ty and 
an S.E. of ±0.47. ’ 

Snbsahiralion Vapor Conccniralions.—k procedure has been devised for the es- 
tablishment within the penetration cup of known subsaturation vapor concentrations 
of vesicants. This method is based on the &idmg that solutions of H (or etbyl-H) in 
n-dibutylphthalate obey Raoult’s law. As shown by de Heen (2) and Hine (3), the 
rate of evaporation of a liquid from a solution is proportional to the vapor pressure 
of the liquid in the solution. Since the vapor pressures of the pure vesicants are 
known, a comparison of the rate of evaporation of a given vesicant-dibutylphthalate 
mixture with that of the pure vesicant in question is a measure of the vapor pressure 
of the vesicant in the mixture. Measurement of the rate of evaporation of H (or 
ethyl-H) has shown that for mol fractions of 0.10 to 1.00, the rate is directly pro- 
portional to the mol fraction of the vesicant in dibutylphthalate solution. 

3. Model Experiments on the Rate of Ahsorptim of E Vapor 

In the previous section, a description was given of the design and operation 
of an apparatus for measuring the penetration of vesicants and other vapors 
into skin. In order to determine the limitations and sources or error which are 
involved in the use of this apparatus, model e^qoeriments have been performed 
in which non-volatile solvents replaced skin as the absorbent surface. 

In each experiment performed at constant temperature and humidity, a measured 
amount of H (usually 6OO7) was pipetted into the penetration cup described pre- 
viously. Immediately afterwards, the cup was inserted into its ground glass lid, the 
inside bottom of which contained 0.05 cc. of the absorbent. After the desired time 
interval, the lid was removed, dropped into a hydrolyzing vessel, water or 50 per cent 
acetone was added, and the contents of the vessel were heated at 80° C. for IS minutes. 
The H absorbed by the solvent was determined by titrating the HCl liberated during 
the hydrolysis. In some instances, supplementary'^ analyses were made to measure 
the H remaining in the penetration cup. The absorption values thus obtained by 
difference agreed closely (\vithin a few gamma) with those obtained by direct analysis 
of the solvents. 

It was found that the rate of evaporation of hquid H was markedly increased 
when the surface of H was increased by spreading it on filter paper. It is evi- 
dent from the data in columns 1 and 2 of Table II that die increase in the surface 
of liquid H markedly affects the rate of its evaporation into diethylene glycol. 
As will be noted from columns 1 and 2 of Table III, a similar result was obtained 
when vaseline was used as the absorbent. 

In order to determine tlie effect of cliange in tlie rate of transfer of H vapor 
from the liquid H to the absorbing surface of diethylene glycol, the rate of 
absorption into dietliylene glycol was determined botli when the H vapor was 
allowed to diffuse by itself and when the H vapor was agitated by fanning. In 
control experiments it was found that when the fans were operated for periods 
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TABLE II 

Absorption oj H Vapor by Diethylene GlyeoJ 
H in penetration cup, S96 dz2y. 

Temperature, 22 ®C.; relative humic^ty, 32 per cent 


Aaouat of H &bsotbed by dietbylene glycol 


1 

Tune 

Efaporattoo from H droplet 

1 Evaporation from H on filter paper 

Diffusion 

(1) 

Diffusion 

(2) 

Fanning 

(3) 

Total 

1 

Average ' 
per mis. | 

ToUl 1 

Average 
per mtn | 

ToUl 

Average 
per mm 

mtn 

r 

y 

- 

■BH 

I 

r 

15 





274 1 

18.3 




1 50 

■■ 



30 

39 

1.3 

8S 


412 

13.7 


41 


104 




60 

69 ’ 

1,15 

175 

3.15 




69 


203 




120 



277 







386 

■■ 



150 

141 

1.0 





1 

156 



■1 




TABLE III 

Absorption of B Vapor by Vaseline 
H in penetration cup, 596 ± 2 -y. 

Temperature, 22®C.; relative humidity, 32 per cent. 


Amount of B absorbed by vaselme 



EvajMtatioa 
from U droplet ' 

Evaporation from H on filter paper 

Tune 

Vaseline film 

1 

Vaseline film 

Vaseline on filter 
paper 

! 

Diffusion 

(1) ! 

Diffusion 

(2) 

Fanning 

(3) 

Diffusion 

<<) 


Total 

Average 
per min 

Toul 

Average 

permit! 

Total 1 

Average 
per mio 

Toul 

Average 
per mm 

fntn 

IS 

30 

45 

60 

T 

21 

27 

y 

0 7 

0.45 

n 

y 

0.9 

1.3 

1,0 

1 

Y 

37 ’ 
35 

39 

y 

2.5 

1.2 

0.9 


Y 

1.8 

i 
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TABLE IV 

Rate of Penetration of U Vapor into Human Skin 


Temperature, 21-23 C., relative humidity, 44 to 46 per cent; area of skin exposed, 1.3 
cm.* of flexor aspect of the left or right forearm; acclimatization time, 30 minutes. The 
lesions were evaluated 48 hours after exposure unless otherwise indicated. 


Subject 

Site 

3 min. exposure 

6 min. exposure 

10 min. exposure 

Amount 

penetrated 

Lesion 

Amount 

penetrated 

Lesion 

Amount 

penetrated 

Lesion 



7 


7 


7 


E. E. M. 


6 

E 



16 

V 



2 

E 

12 

.V 



T. M. C. 


6 

E 



22 

VR 


R 

4 

E 

13 




H. A. T. 

L 

4 

E 


■H 

20 

VR 


R 

4 

E 

14 

mm 



M. L. 

L 

3 

E 

16 





R 

— 

E 

17 




W. D. M. 

L 

4 

E- 

12 





R 

4 

E- 

14 

mm 



H. H. H. 

L 

— 

E 

10 

V 




R 

6 

E- 

13 

V 



B. B. W. 

L 





19 

V 


R 





14 

V 

A. L. G. 

L 





18 

V 


R 





22 

V 

W. W. M. 

R 





17 

V, N 


R 





19 

V 

J. F. M. 

R 





22 

V 


R 





22 

V 

Average 


4 


13 


19 


Average deviation 


±1 


±1.5 


±2.2 


Standard deviation 

±1.4 


±2.2 


±2.8 


Standard error . . . 


±0.4 


±0.7 


±0.8 


Penetration rate; 








Cm.* per min. 


1.0 


1.67 


1.46 


Standard error . 


iO, 1 


±0.09 


±0.06 



0, no reaction. PV, pinhead vesicles. N, necrosis. 

E— , mild erythema. V, vesication. 

E, erythema. VR, vesicular rim. 


up to 1 hour in the absence of any absorbent, the initial amount of H was re- 
covered quantitatively from the penetration cup. 

It will be noted from the data in colmnns 2 and 3 of Table II that the rate of 
absorption was markedly increased when the H vapor was agitated. Ap- 
parently the absorbing surface is not in contact with a saturated H vapor when 
the fanning is omitted. The influence of the rate of fanning of H vapor on its 
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TABLE VJ—Conchtded 


Subject 

Site 

20 mm exposure 

30 mm 

exposure 

Amount 

penetrated 

Lesion 

Amount 

penetrated 

Lesion 



y 


y 


A W H 

L 1 

33 

NVR 




R 

35 

NVR 



M H* 

1 L 

33 

N 




R 

37 

N 



E E W 

1 L 

25 

NVR 




R 

30 

NVR 



JEW 

1 L 

46 

NVR 




1 R 

40 

NVR 



E S W 

L 

36 

NVR ’ 




R 

38 

V 1 



E P A 

L 

38 

NVR 




R 

38 

NVR 



L J B 

u 

38 

NVR 

1 



R 

34 

NVR 



J E F 

Lt 

42 

V 




R 

43 

N 



H S* 

Lt 

33 

V 




R 

35 

V 



SAD 

w 

1 40 

NVR 

1 



, R 

39 

NVR 



B B W 

u 

1 33 

V 




R 

31 

NVR 



A.L G 

Lt 

1 35 

NVR 




R 

33 

V 



W W M 

L 



46 

NVR 

J F M ' 

L 



53 

NVR 

E G R 

L ' 



55 

NVR 


R 



61 

NVR 

Average 


36 


54 

Average deviation 


±3 5 


±4 

Standard deviation 


±4 5 


±6 

Standard error 


±0 9 


d=3 

Penetration rate 





Cm * per mm 


1 38 


1 38 

Standard error 


±0 W 


=fc0 OS 


Mean penetration rate for H vapor 1 4 y/cvi Vmm , standard error d:0 06 y 


•These subjects were Negroes 
t In these expenments, the H wpor was fanned 


absorption by an absorbent was also studied It was found that the rate of 
absorption of H is increased from 6 2 'y/mmute at 300 R p lat-v. 

at 900 R p M 
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It was to be expected that the absorption of H by an absorbent would be a 
function of the surface area of tlie absorbent. In order to lest this Iiypothesis, 
vaseline was employed as the absorbent; in one determination a film of vaseline 
was deposited by melting vaseline on a glass surface, while in a second determi- 
nation, the vaseline was spread on filter paper, tlius increasing its surface. It 
will be noted from columns 2 and 4 of Table III tliat the absorption of H vapor 
into vaseline was markedly influenced by tlie surface area of tlie absorbent. 

An indication of tlie influence, on tlie rate of absorption, of the rate of diffusion 
of H from the surface of the absorbent into tlie body of the abosorbent emerges 
from tlie data in column 3 of Table III. It will be noted Uiat when tlie H vapor 
was agitated and allowed to be absorbed by tlie vaseline film, tlie absorption 
was practically complete williin 15 minutes. It may be concluded that llic 
surface of tlie vaseline film has become saturated witli H witliin 15 minutes and 
tliat the diffusion from tlie surface layer of vaseline into tlie body of the vaseline 
layer is very slow. In order to check tliis conclusion, similar experiments were 
performed in ivhich tlie depth of the vaseline film was varied. It was found that 
tliere was no significant difference in tlie amounts of H absorbed wlien tlie thick- 
ness of tlie vaseline film was varied tenfold. 

4. Penetration of Vesicant Vapors into Human Skin 

The e.\perimental studies recorded in tin's section were performed on a totaj^ 
of one hundred human volunteers during tlie period. May to November, 1944 

• 

The exposures to vesicant vapors were made in an air-conditioned room maintained 
at constant temperature and humidity. For the c.xperiments at 21-23“C., the subjects 
were kept at the temperature of the room for 30 to 45 minutes before exposure to tlie 
vesicant vapors; for the experiments at 30-3 1°C., the preliminary period was 1 hour. 
The flanges were then taped to the flexor aspect of both forearms of each subject. 
Immediately after the introduction of the vesicant into the penetration cup, the cup 
was inserted into the flange and allowed to remain there for the desired time interval. 
In some experiments the vapor was agitated by means of the magnetically driven fan 
described earlier. The cup then was removed and dropped into the hydrolyzing 
liquid. The amount of vesicant remaining in the cup was determined. The amount 
of agent which had penetrated was taken as the difference between the control value 
and the amount of agent left in the cup after exposure of tlie skin to the vapor. 

The Rate of Penetration of H, EBA, TBA, Benzyl-H, and Ethyl-H into Hu- 
man Skin at 21-23°C. — The results obtained when the subjects were exposed 
to the action of H vapor for periods ranging from 3 to 30 minutes are given in 
Table IV. It will be noted from Fig. 3 tliat tliere is a linear relationship be- 
tween the amount penetrated and the time of exposure. TJie mean rale of 
penetration, under the conditions of the experiment, is about 1.4 7 per cm.- per 
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minute. This figure has a standard error of ± 0 . 067 , which is about 4 per cent 
of the rate. It should be mentioned that there is little difference in the two 
values obtained on sjTnmetrical sites for each individual and like^vise that there 
is little variation when the values from subject to subject are compared. It is 
also of some interest to note that no significantly different results were obtained 
with the two subjects who were Negroes. 

The effect of agitation of the H vapor was studied in a group of esperiments 
in which six subjects were employed. The results, presented in Table IV, 
show that the rate of penetration into human skin is not influenced by agitation 
of the H vapor. This indicates that the rate of transfer of H vapor from the 



Fig. 3. Penetration of vesicant vapors into human skin at 21-23®C. 


liquid H present in the bottom of the cup to the surface of the skin is more rapid, 
even without fanning, than is the rate of absorption of the v-apor by the skin. 

The results of the penetration measurements of EBA vapor at a temperature 
of 22°C. and a relative humidity of SO to 52 per cent are presented in Table 
V. It will be noted from the table and from Fig. 3 that the mean rale of pene- 
tration of EBA vapor under these conditions is 2.8 7 per cm.* per minute (stand- 
aid error, ±0.07 7 ) and that the amount penetrated is linear with time. 

The effect of fanning the EBA vapor for 5 and 10 minute periods was also 
studied. As shoivn in Table V, agitation of the EBA ^Tipor bad no influence 
on the rate of penetration. This would indicate that the rate of transfer^of the 
EBA vapor from the liquid in the bottom of the penetration cup to 
of the skin is not a limiting factor in ±e measurement of the ^ 
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TABLE V 

Rate of Penetration of EBA Vapor into Human Skin 
Temperature, 22'’C.; relative humidity, SO to 52 per cent. Acclimatization time, 45 min- 
utes. The sites exposed and the symbols used to describe the lesions 48 hours after exposure 
are the same as those given in Table LV. 


Subject 


S min. 
exposure 

10 min. 
exposure 

15 min. 
exposure 

20 min, 
exposure 

AmounI 

pene- 

trated 

L 

Lesion 


t 

Lesion 

Amount 

pene- 

trated 

t 

JLesion 

Amoun 

pene- 

trated 

t 

Lesion 


B 

y 


y 


y 


y 


J. M. 

mm 

15 

0 

36 

E- 






R 

17 

0 

32 

E 





W. J. H. 

L 

20 

E- 

42 

E- 






R 

15 

E-? 

38 

E 





B. B. W. 

L 

17 

PV 

36 

V 






R 

20 

PV 

39 

V 





H. H. W. 

L 

15 

E 



60* 

PV 




R 

19* 

E- 



56 

PV 



J. M. T. 

L 

17* 

E- 



51 1 

PV 




R 

17 

E- 



47 

PV 



C. G. J. 

L 

21* 

! E- 



51 

V 




R 

21 

E- 1 



51 

V 


1 

J. H. M. 

L 



40 

PV 



77 

V 


R 



40* 

PV 



77 

V 

H. A. W. 

L 



37 

PV 



70 

V 


R 



38* 

PV 



72 

PV 

F. S. 

L 



37 

V 



74 

V 


R 



41* 

V 



74 

V 

H. F. M. 

L 





48 

PV 

77 

PV 


R 





51 

PV 

64 

V 

H. B. G. 

L 





53 

E 

70 

E- 


R 





55 

PV 

73 

PV 

F. M. G. 

L 





55 

PV 




R 





55 

PV 



Average 


17.5 


38 


53 


73 


Average deviation 


±2 


±2 


±3 


±3 


Standard delation 


zh2 ,0 


±2.5 


. / 


±4 


Standard error 


±0.7 


±0.5 


±1.1 


±1.3 


Penetration rate: 










Cm.- per min 


2.S 


2.9 


2.7 


2.8 


Standard error 


±0.1 


±0.05 


±0.06 


±0.05 



Mean penetration rate for EBA vapor: 2.S-)'/cm.Vmin.; standard error ±0.0/7 


* In these experiments the EBA vapor was fanned. 

The results of the penetration measurements of TEA at a temperature of 
22-23°C. and a relative humidity of 45 to 48 per cent are presented in Table VI. 
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TABLE VI 

Rale of Penetration of TSA Vapor tttlo Buman Sktn 


Temperature, 22-23®C , relative humidity, 4S to 48 per cent Acclimatization time, 30 
minutes The sites exposed and the s> mbols used to descnbe the lesions 48 hours after ex 
posure are the same as those given in Table IV 


Subject 

Site 

20 mm 
exposure 

30 DUO exposure 

45 tain 
exposure 

60 mm 
exposure 

Amount 

pene 

tr&ted 

Lesion 

Amount 

pene. 

tr&ted 

Lesion 

Amount 

pene> 

trated 

Lesion 

Amount 

pene- 

trated 

Lesion 



y 


y 


T 


r 


W E V 

L 



8,4 

E-,E 






R 

3 

E-? 



8 

V 



J S P 

L 



5,5 

E-,E 






R 

3 

E- 



11 

E 



E A S 

L 



8,4 

E,E- 






R 

7 

E 



S 

V 



H L D 

t 



7 

V 





J F hr 

L 



9 

E 






R 



7 

E 





W G G 

L 



9 

E + IPV 






R 



10 

£ 





WAD 

L 





— 

V 

16 

V 


R 





12 

V 

— 

V 

F J R 

L 





10 

V 

12 

VR 


R 





14 

V 

14 

V 

H W S 

L 





10 

E 

— 

V 


R 





10 

V 

17 

VR 

N W T 

L 







18 

V 


R 







17 

V 

C K N 

R 







a 

E 


R 







11 

E 

J R M 

L 







18 

V 


R 







17 

V 

Average 

■ 



imiii 

Bl 


IS 


Average deviation 





:i:l 


=b2 4 


Standard deviation 





d=l V 


d=2 9 


Standard error 

^li 




gg 


=h0 9 


Penetration rate 









Cm * per imn 


0 IS 

0 18 


0 17 


0 19 


Standard error 


— 

±0 02 


±0 01 


=i::0 01 



Mean penetraUon rate for TBA vapor 0 IS-y/cm Vmm , standard error zfcO 01 y 
(20 mm exposure not included) 


It wiU be noted from the table and from Fig 3 that the mean rate of penetration 
of this \ esicant is 0 18 7 per cm ^ per mmute (standard error, rtO 01 7) and, as 
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in tlie case of H, the amount penetrated is linear with time. Measurements 
were also attempted after a 10 minute exposure period, but here the amount 
penetrated was too small to be measured (less than 5 7 ) and the clinical obser- 
vations (see Table VI) showed either a very mild erythema or none at all. 

In view of tlie length of the exposure time necessary to get a measurable 
amount of TEA vapor to penetrate the skin, agitation of the TEA vapor inside 
the cup was impracticable. As will be shorni later, fanning of ben^l-H 
vapor does not alter the penetration rate of this agent. Since ben^l-H has 
about the same volatility as HNS, and has, in addition, a higher penetration 
rate than TEA, tliere is every reason to believe that the rate of transfer of 
TEA vapor from the surface of tlie liquid in the bottom of the penetration cup 
to the surface of the skin is not a limiting factor in these experiments. 

The results obtained when subjects were e.xposed to the vapor of benzyl-H 
at a temperature of 22°C. and a relative humidity of 55 to 60 per cent for per- 
iods ranging from 10 minutes to 1 hour are given in Table ITI and are plotted 
in Fig. 3. It ndU be noted that while the amount penetrated is linear with time 
between the exposure times of 10 and 60 minutes, the slope of the line is such 
that it intersects the ordinate at 5 7 and not at the origin. It has been found 
that this deviation is not due to the presence in our sample of benayl-H of a 
volatile chlorine-containing impurity which evaporates off rapidly. This 
possibility was e.xcluded in a control experiment in which the free diffusion (in 
air) of our sample of benzyl-H was followed. The rate of evaporation was 
strictly linear and the plot passed through the origin. In order to calculate the 
rate of penetration of benzyl-H, it is necessary, therefore, to calculate the slope 
of the plot in 'Fig. 3. In tin's manner it is found that the rate of penetration of 
benzjd-H is about 0.35 7 per cm.^ per minute. 

It appears probable that the anomaly obsen’^ed in the penetration data on 
benzjd-H is due to a rapid adsorption of an appreciable quantity of benzyl-H on 
the surface la 3 'er of the skin, and the retention of this quantity of benzyl-H 
on the skin surface during the exposure to the vapor. This adsorption appears 
to be so rapid that it is completed during the initial 10 minutes of the exposure 
period. 

As may be noted from Table \TI, agitation of tlie benzyl-H vapor did not in- 
fluence the rate of penetration significantly. This would indicate, as in the case 
of H, that the rate of transfer of ben^l-H vapor from the liquid in the bottom 
of the penetration cup to the furface of the skin is not a limiting factor in these 
measurements. 

The rate of penetration of ethyl-H was also studied. In view of the high 
volatility of this agent (about 22 times that of H), it was necessary to perform 
each operation of tlie experimental procedure in as reproducible a manner as 
possible. "WTien each operation was carefully timed, it was found that succes- 
sive controls differed by only a narrow margin (less than 10 7 ). The results 
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obtained with human volunteers are given in Table \Tn. It will be noted 
that the individual values for the 2 5 minute exposures show the agreement to 
be expected from the experimental procedure used, but there is a great variation 
in the individual values for the 5 and 10 minute exposures This cannot as yet 

TABLE VU 

Rate of PeneiraUon of Benzyl H Vapor into Buman Shin 


Temperature, 22'’C , relativ e humidity, SS to 60 per cent Acclimatization time, 45 mm- 
utes The sites exposed and the sjTnbols used to describe the lesions 48 hours after exposure 
are the same as those given in Table IV 


Subject 

Site 

lOniA 

exposure 

30 mm 

exposure 

60 min exposure 

Amount 

penetrated 

Lesion 

Amount 

peoetrated 

Lesion 

Amount 

penetrated 

Lesion 



■r 


•t 


V 


S B I 

L 

11 

0 






R 

11 

0 





M F G 

L 

15 

0 






R 

19 

0 





D R M 

L 

IS 

0 






R 

15 

0 





REP. 

L 



22 

E- 




L 



18 

E- 




R 



22 

E- 



J C 0 

L 



22 

E- 




R 



22 

E- 




R 



18 

E- 



R L U 

L 

7 




33 

E 


R 

11* 




33 

E 

F.A r. 

L 

7* 




35 

E- 


R 

7 

0 



35 

E 

M P E 

L 

7* 

0 



33 

E- 


R 

11 

0 



33 

E- 

Average 


11 


21 


34 


Average deviation 

±1 7 


±1 7 


=bl.7 


Standard deviation 

±2 1 


±2 1 


±2 1 


Standard error 


±0 9 


±0 9 


±0 9 



• In these experiments the benzjl-H vapor was fanned 


be satisfactorDy explained, but it does not seem to be due to experimental 
error, since eadi step in the experimental technique v-as carefully checked for 
accidental loss of ethyl-H vapor, but none was found which would account for 
the variation m penetration values 
It is of considerable interest that the mean values of the loss o\ 
the penetration cup should be essentially the same after 
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and 5 minutes. As will be noted from Table VIII, However, the lesions pro- 
duced after 2.5 minutes were much less severe tlian those produced after 5 

TABLE VIII 

Rate of Penetration of Ethyl-H Vapor into Human Skin 
Temperature, 22°C.; relative humidity, 46 to 55 per cent. Acclimatization time, 45 min- 
utes. The sites exposed and the symbols used to describe the lesions 48 hours after exposure 
are the same as those given in Table IV. 


Subject 

Site 

2.5 min. 

exposure 

5 min. exposure 

10 min. exposure* 

Amount 

penetrated 

I/csion 

Amount 

penetrated 

Lesion 

Amount 

penetrated 

Lesion 



y 


r 


r 


C. W. M. 

R 

70 

E 






L 



82 

V 



R. A. G. 1 

R 

70 

E 









56 

V 



G. T. R. 


67 

E 









94 

V 



H. G. F. 

R 

48 

E- 






L 

1 




110 

V 

W. E. S. 

R 

51 

E- 






L 





119 

V 

E. F. L. 

R 

67 

E 






L 





165 

V 

A. M. B. 

L 





72 

V 


R 





53 

V 

R. W. S. 






74 

V 

H. R. G. 






60 

V 







128 

V 

J. C. K. 




51 

V 




R 



59 

V 



J. C. L. 

L 



80 

E 




R 



69 

V 



J. L. W. 

L 



37 

mm 




R 



42 

n 



Average 


62 


63 


98 


Average deviation 


±8.5 


±16 


±33 



* Immediately after a 10 minute exposure to ethyl-H vapor, all the subjects exhibited 
erythema at the exposure sites. With the other agents studied thus far, there has been no 
immediately visible reaction of this kind. 


minutes, thus indicating that more ethyl-H had penetrated into the skin in 5 
minutes than in 2.5 minutes. This raises the question as to whetlrer the skin 
is capable of rapidly adsorbing on its surface an appreciable quantity of ethyl- 
H which slowly penetrates into the skin. Removal of the penetration cup 
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after 2.5 minutes would allow much of the volatile ethyl-H to evaporate before 
penetration into the skin; after 5 minutes’ exposure, however, a larger fraction 
of the adsorbed etbyl-H would have penetrated into the skin. If this is indeed 
the case, then the amount of ethyl-H lost from the penetration cup would not 
be a measure of penetration alone but rather would be a measure of both ad- 
sorption on the surface of the skin and penetration into the skin. 

It should be mentioned that Smith et al. (4) have presented evidence to in- 
dicate that, following exposure of skin to saturated H vapor, some of the 
vesicant evaporated from the skin surface after removal of the penetration cup. 
There has not been an opportunity to study quantitatively the postexposure 
evaporation from the skin of any of the vesicant vapors employed in our work. 
In view of the fact that H, benzyl-H, EBA, and TBA have a much lower vola- 
tility than ethyl-H, it seems probable that postexposure evaporation would 
have a less important effect on the amount penetrated into the skin for these 
four agents than it would in the case of ethyl-H. This question requires 
further careful investigation. 

The Rate of Petielralion of H, EBA, and TBA Vapors into Human Skin at 
30-3l°C . — ^It is generally agreed that vesicants become more effective with in- 
creasing temperature. It becomes of interest to ascertain, therefore, whether 
this greater effectiveness is due mainly to the increased volatility of the vesi- 
cants, or whether an enhanced sensitivity of the skin at the higher temperature 
also plays a r61e. To study this question, experiments with human subjects 
were performed at a temperature of SO-Sl'C. and a relative humidity of 47 to 
49 per cent. At this temperature the sweat glands begin to function (5) and 
the skin is moist. This fact was established by observation of the volunteers, 
and by preliminary experiments which demonstrated that appreciable amounts 
of moisture condense inside the penetration cups. 

In Tables IX, X, and XI are given the results of the penetration measure- 
ments for H, EBA, and TBA vapors at a temperature of 30-31°C. and a relative 
humidity of 47 to 49 pet cent. As will be noted from the tables and from Fig. 
4, the amount penetrated for each vesicant was found to be linear with time. 
The mean penetration rates were: for H vapor, 2.7 7 /cm.Vminute (standard 
error, ±0.11 7 ); for EBA vapor, 5.1 7 /cm.Vmmute (standard error, ±0.15 
7 ); for TBA vapor, 0.29 7 /cm.Vminute (standard error, ±0.015 7 ). 

The fact that the rate of penetration was found to be independent of time 
for all three agents indicates tliat the amount of moisture which condensed in 
the penetration cup was not sufBcient to affect the penetration rate. Had the 
vesicant been diluted gradually with, or covered by, water, a progressively 
reduced vapor concentration in the cup should have resulted, and a gradual de- 
crease in the penetration rate would hav'c been observed. 

Three of the subjects used in the EBA measurements were Negroes. As will 
be noted from the data of Table X, the penetration rate for these subjects was 
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TABLE IX 

Rate of Penetration of H Vapor into Human Skin 


Temperature, 30.6°C.; relative humidity, 48 to 49 per cent. Acclimatization time, 1 hour. 
The sites exposed and the s 3 'mbols used to describe the lesions 48 hours after exposure are 
the same as those given in Table IV. 


Subject 

1 

Site 

2 min. exposure 

j 4 min. exposure 

6 min. exposure 

Amount 

penetrated 

Lesion 

Amount 

penetrated 

Lesion 

Amount 

penetrated 

Lesion 



7 


7 


7 


R. C. W. 

L 

5 

E 

16 

V 



i 

R 

5 

E 

16 

V 



A. J. P. 

L 

7 

E 

13 

V 




R 

7 

V 

14 

V 



F. R. A, 

L 

/ 

V 

15 

V 




R 

8 

V 

15 

V 



M. L. S. 

L 

8 

PV 



20 

V 


R 

7 

V 

14 

V 

1 


M. S. 

i L 

6 

V 



18 

V 


R 

9 

V 

13 

V 



A. J. 

L 

5 

E + IPV 



22 

V 


R 

9 

V 

13 

V 



W. 0. B. 

L 

7 

E 



25 

VR 


R 

8 

V 

13 

V 



R. VV. 

L 

5 

V 



20 

VR 


R 

7 

V 

14 

V 



R. E. B. 

L 

8 

V 

1 


20 

VR 


R 

5 

V 

16 

VR 



W. G. 

L 



E + IPV 


V 




R 

— 

E 

— 

V 



S. D. R. 

L 

— 

E 

— 

V 




R 

— 

E 

— 

V 



A. H. R. 

L 

— 

E 

— 

V 




R 

— 

PV 

— 

V 



Average 


7 


14 


21 


Average deviation 


±1 


±1 


±1.8 


Standard deviation 

.4 


±1.3 


±2.6 


Standard error. . . 


±0.3 


±0.4 


zt 1 


Penetration rate: 








Cm.’' per min. . . 


2.7 


2.7 


2.7 


Standard error. 


±0.13 


±0.07 


ifcO. 13 



Mean penetration rate for H vapor: 2.7 'y/cm.Vmin.; standard error iO.lly 


no different from that of the white subjects. It will be recalled that H vapor 
at 21-22°C. was found to penetrate the skin of two Negro subjects at the same 
rate as that of white individuals and to produce the same clinical response in the 
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TABLE \ 

Rate of Penetration of EBA Vapor into Suntan Shtn 


Temperature, SG-Sl^C , relatwe hurmditj, 47 to 49 per cent AcclimaUzation lime, i 
hour The sites exposed and the symbols used to describe the lesions 48 hours after exposure 
ate the same as those gi\en m Table 


Si.l)]ect 


2 ^ rnm 
expoiure 

5 m n 

exposure 

mui 

exposure 

10 mm exposure 

Amount 

pent 

trated 

L«3ioa 

Amount 

IMoe 

tratod 

besjon 

Amoua 

pesf 

trated 

Le 

Sion 

Anoun 

pene- 

trated 

£«s on 



•y 


V 


y 


y 


GAS* 

L 

19 

0 

37 

0 

S2 

0 

73 

E- 


R 

14 

0 



56 

0 

73 

0 

\V H L* 

L 

19 

0 

34 

0 



68 

E 


R 

16 

0 

27 

0 

52 

E- 

6S 

E + PV(?) 

M W V* 

L 



31 

0 

48 

E 

66 

E 


R 

19 

o 

32 

0 

48 

E 

62 

E- 

CMS 

L 

IS 

V 



48 

E 




R 

18 

V 


V 





B M r 

L 

IS 

E~ 



45 

V 




R 

18 

E 

28 

V 





C H 

L 

12 




51 

V 




R 

18 


33 

E 





H L D 

L 



31,34 

E-,E- 






R 

16 

E-? 



47 

V 



E H E 

L 



31,31 

v,v 






R 

12 

E 



52 

V 



DEC 

L 



34, 37 

V, E- 






R 

19 

E- 



49 

V 



F M H 

L 



37, 33 

E, E 






R 

19 

E- 



53 

V 



L R R 

L 

16 

E- 



S3 

V 




R 



37, 33 

v,v 





R L C 

L 



33, 33 

E-,E 






R 

19 

0 



55 

E 



Average 


u 


33 


50 


68 


Average deviation 

=1=2 S 


±2 5 


=k3 


d=3 


Standard deviation 

±3 2 


±3 3 


*3 5 


db3 7 


Standard error 




±0 7 


±0 9 


±1 7 


Penetration rate 










Cm * per rmn 


5 2 


5 1 


5 1 


5 2 


Standard error 

±0 25 


±0 1 


gill 




Mean penetraUon rate for EBA vapor S 15y/cm */min , standard error d:0 iSy 


• These subjects were Negroes 

Negroes and the whites, t e , ' esication and necrosis resulted 
other hand, the chnical response oi the three Negroes to EB 
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ingly different from that of tlie white subjects. Whereas the white subjects 
blistered in 50 per cent of the sites after a 5 minute exposure (Table X), the 

TABLE XI 

/ia/c of Penetration of TEA Vapor into Human Skin 
Temperature, 30 C.; relative humidity, 47 to 48 per cent. Acclimatization time, 1 hour. 
The sites exposed and the symbols used to describe the lesions 48 hours after exposure are 
tlic same as those given in Tabic IV. 


Subject 

Site 

15 min. 

exposure 

30 min. 

exposure 

45 min. i 

exposure 

Amount 

penetrated 

Lesion 

Amount 

penetrated 

Lesion 

Amount 

penetrated 

Lesion 



r 


y 


7 


J. F. G. 

L 

7 

E 

12 

V 




R 

5 

V 

11 

VR 




L 

7 

PV 

12 

V 




R 

7 

PV 

10 

V 



J.s. 

L 

9 


10 

VR 




R 

7 


10 

VR 



H. E. K. 

L 

5 




16 

V 


! R 

7 1 




17 1 

v 

E. N. F. 

i L 


V 1 



18 

i N 


1 R 


V 



1 16 

1 VR 

G. F. B. 



E- 

1 


17 

VR 




V 



19 

VR 

D. D. B. 




10, 10 

v,v 




R 





18 

VR 


L 



12, 10 

V,V 




R 





16 

V 


L 





18 

V 


R 

■■ 


12, 10 

v,v 



Average 


6 


11 


17 


Average deviation 


±1 


drl 


zfcl 


Standard deviation 

±1.3 


±1.2 


±1.2 


Standard error 


±0.4 




±0.4 


Penetration rate; 








Cm.® per min.. . 


0.31 


0.28 


0.29 


Standard error. , 


±0.2 


rtO.Ol 


±0.01 



Mean penetration rate for TBA vapor: 0.295 y/cm.Vmin.; standard error iO.OlS-y 


Negro subjects failed to show vesication after an exposure period of 10 minutes. 
The previous failure to observe any difference in clinical response in the case of 
H vapor may have been due to the fact that the e-xposure period used for tlie 
Negro subjects was more than four times that required to produce 50 per cent 
vesication in the white subjects. For this reason, differences between the two 
groups, less than three- or fourfold in extent, would not have been detected. 
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Casual inspection of the data given in Tables IX to XI reveals a surprising 
lack of individual variations in the amounts of a given agent penetrated in a 
given time and at a given temperature. In other words, biological variation 
appears to play a negligible r61e in the penetration of vesicant vapors into 
human skin. Tliis impression is strongly reinforced by the statistical data ap- 
pended to each table. Thus the average deviation, standard deviation, and 
standard error are scarceiy larger for any set of penetration values than they are 
for the typical controls given earlier. The small variations observed border 
on the limits of experimental error, and cannot be attributed to biological 



' Time in niinutos 

Fjg. 4. Penetration of vesicant vapors into hiunan skin at 30-31®C. 

differences. The standard enor of the mean penetration rate is, in all cases, 
small, amounting to 10 per cent or less of the value. 

The individual variation in dinical response to a given dose of vesicant is 
much more difBcult to determine with certainty, since the clinical response can 
only be evaluated qualitatively, or at best, semiquantitatively. Such obvious 
phenomena as the resistance of Negro skin to damage by EBA vapor, and the 
dramatic response of hypersenstitive individuals were noted in the course of tlie 
work. 


5. Correlation of Penetration Rates and Volatilities 
It will be seen from Table XII that, in the case of H, the increase in penetra- 
tion rate from 21-22°C. to 30.6®C. is proportional to the increase in. volatility 
over the same temperature range. Thus when the penetration' 

21-22®C. is divided by the volatility at this temperature, the 
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1.9. A similar quotient (1.85) results from the data obtained at 30.6°C. The 
same considerations hold for EBA, tlie quotients for the two temperatures being 
slightly lower, namely, 1.5 to 1.6. For TEA, however, the quotients for the 
two temperatures do not agree so well. The reason for the divergence in this 
case cannot be stated witli assurance. It should be pointed out, however, that 
there is little agreement between tire values reported in the literature for the 
volatility of TBA. The low volatility and the low penetration rate of TBA 
make tlie accurate determination of either value a matter of some difficulty. 

It should be noted that all of the quotients given in Table XII are in the same 
range. Thus it would appear that, for the temperatures investigated, the pene- 
tration rates of H, EBA, and TBA are nearly proportional to the respective 

TABLE XII 


Correlation of Penetration Rate and Volatility 


Agent 

Temperature 

Volatility* 

Penetration rate 
Volatility 


‘C. 

mi. ptt t. 


H 

21-22 

0.7l~0.77t 

2.0-l.S 

1 

30.6 

1.46t 

1.85 

EBA 

22 

I.73-1.87t 

1.6-1. 5 


30-31 

3.24-3.39t 

1.6-1. 5 

TBA 

22-23 

1 

0.094-0.1021 

1.9-1. 8 


30 

0.181} 

1.6 


* The exact temperature inside the penetration cup during the exposure has not been 
determined. Hence the volatilities of the agents are calculated on the assumption that the 
temperature of the liquid vesicant inside the cup is the same as that of the room, 
t Calculated from data in (6). 

volatilities, and are not markedly dependent upon the differences in chemical 
structure of the agents. This generalization, which appears to be valid to 
within about 15 per cent, suggests that volatility is the principal factor govern- 
ing tlie penetration rates of the three agents studied. From these experiments 
it would appear, therefore, that at the same gas concentration in milligrams per 
liter H, EBA, and TBA would penetrate the hiunan skin at the same rate. 
Consequently, differences in vesicancy of these agents (and benzyl-H) cannot 
be attributed to variation m their ability to penetrate human skin. 

6. The Effect of Temperature on the Vesicant Action of E, EBA, and TBA 

Vapors 

The data presented in section 4 of this communication permit one to deter- 
mine whether, under our experimental conditions, the increase in temperature 
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from 22®C. to 30®C. causes any appreciable change in the vesicancy of the three 
agents under study. In Table XIII, the results have been arranged so as to 
show the amount (in gammas per cm.*) of each vesicant which must penetrate 
to cause vesication in approximately SO per cent of the exposed sites. Tliis 
amount, which was determined by inspection of the data, will be designated by 
tlie s^onbol Vjo. As was mentioned earlier, there has not been an opportunity 
to ascertain whether any of the vesicant vapor adsorbed by the skin is lost as 
a result of postexposure evaporation. In the calculation of the Vjo dos(*s, 
presented in Table XIH, it has been assumed that all of the vesicant whicli 
disappears from the penetration cup during exposure has been retained by the 
skin. 

It will be noted from Table XIII that H and TBA are approximately equally 
effective per gamma penetrated, not only at 21-“23°C, but also at 30-31®C. 
Furthermore, no striking difference in was noted for either agent when the 
temperature was raised. Similarly, experiments with EBA did not show any 
differences in effectiveness at the two temperatures. From these data it would 
appear also that EBA is a relatively poor vesicant at cither temperature, being 
only i to i as effective per gamma penetrated as is H or TBA. , 

It may be of interest to call attention to the small difference between the do^ 
of vesicant necessaiy to produce erythema, and that necessary to produce vesi- 
cation. This is particularly apparent in the case of H and TBA vapor at 22®C. 
With H vapor after 4 y had penetrated, no vesicles appeared at twelve sites. 
After 8 y had penetrated, however, seven of nine sites vesicated. With TBa 
vapor, after S y had penetrated, only one of eleven sites vesicated, while aftejr 
8 y had penetrated, seven of nine sites vesicated. 

From the investigations reported above, it would appear that, under the 
conditions prevailing in these experiments, the skin of the human forearm is 
not markedly more sensitive at 30®C. to the vesicant agents than it is at 22®C. 
Since this conclusion is at variance with other findings reported in the literature 
(7), the conditions under which these experiments were performed should be 
considered in some detail. 

In the first place it should be mentioned that the subjects employed in out 
experiments were for the most part Chemical Warfare Service personnel, and 
about 80 per cent of them had previously been exposed to and burned by vesi- 
cant agents. Hence it is not impossible that many of tlicse men had become 
sensitized to one or more of the agents studied. In a few cases definite evidence 
of hypersensitivity was manifest (excessive local damage, flaring up of old Jc'- 
sions in remote areas, etc.). The vast majority of the subjects appeared tq 
give normal responses, and sensitivity was suspected only on the basis of th(: 
histories. The hypersensitive subjects exhibited no significant differences in 
penetration rates compared to the other subjects, however, and it seems unlikely 
that hypersensitivity would be associated with an increased penetration rate^ 
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On the other hand, tlie physiological response of hypersensitive subjects would 
be abnormal. Tlius the validity of any conclusions based upon the physiologi- 


TABLE XIII 

The EJfcd of Temperature on the Vesicant Action of E, EDA, and TBA Vapors 


Agent 

Tempera- 

ture 

Ct*(ap- 

proicimatc) 

Amount 
of nBcnl 
pcnc- 

1 No* of 
men 

No. of 
sites 

No. of lesions ^8 hrs. after 
exposure 

Approxi- 
. mate Vm 




trated 



0 

E 

PVl 

! 


“C. 

ms. min./ 








y/cm} 

H 

21-23 

2300 


6 

12 

0 

12 

0 


6 



4600 


6 

■I 

0 

2 

0 





7700 

14 

7 

HI 

0 

0 

0 




30.6 

2900 
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4 

9 

15 

0 
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2 

6 
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9 

6 

12 

0 

0 

0 

12 
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13 

6 

9 

0 
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9 



* These values arc calculated upon the assumption that the temperature inside the cup 
is the same as that of the room and that the air inside the cup is saturated with respect to 
vesicant. 

t In evaluating the Vto doses, pinhead vesicles (PV) were arbitrarily selected as represent- 
ing a state midway between erythema (E) and vesication (V). 

§ The clinical observations on the Negro subjects are not included in this summary. 

cal response of Uic subjects depends upon tlie extent to which the group investi- 
gated deviates from the normal. 

It is a necessary consequence of the teclinique employed in these experiments 
that tire air inside the penetration cup undoubtedly possessed a very high rela- 
tive humidity. In the experiments conducted at 30°C. the atmosphere inside 
the cup probably became saturated witli water vapor in a relatively short lime. 
At 22°C. tire time necessary to achieve saturation was undoubtedly longer. 
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However, in bolt experiments it seems possible tbatthemoisture content of the 
skin was about the same. These considerations are of great importance inVi^'v 
of the results of Smith et al. (4) and Renshaw ( 8 ) which indicate that the pres- 
ence of excess moisture on tlie skin surface has a marked effect upon the daniJ^g® 
produced by a given concentration of vesicant vapor. 

In evaluating local damage produced by a given dose of vesicant, it se^s 
possible that the set'erity of the lesion may be influenced not only by the 
but also by the size of the area exposed. The Vbo doses given in Table 
therefore, may only be applicable to a lesion which is located on the forearm 
has an area of about 1.3 cm^. 

The physiological response of the subjects might also be a function of 
season of the year during which the ejposures took place. The Vso doses for 
H at 21-22®C., and for H, EBA, and TBA at 30-31°C. were determined in 
York City during late October and early November. The Vgo dose for 
at 22~23®C, was determined in part at the same season, and in part during 
August. The Vbo dose for EBA at 22°C. was determined during late SeptemPor. 

We wish to acknowledge gratefully the cooperation of the volunteers in the 
of the experiments, and should like also to thank Colonel C. P. Rhoads, Ueuten^t 
Colonel A, M. Bowes, Major W, H. Sherwin, Dr. H. W. Smith, and Commander M* 
Sulzberger for their valuable assistance in securing these volunteers. In the coi^® 
of the experiments, wc enjoyed the helpful cooperation of Commander M. B. Sulz- 
berger and Dr, R, L. Baer in the dinical evaluation of the lesions. We are ^ho 
grateful to them for many profitable discussions ronceming the results. 

SUMMARY 

Analytical methods which are accurate to about 1 per cent have been devel- 
oped for the determination of small amounts (ca. 500 7 ) of bis((S'-chloroethj[l)' 
sulfide (H), ethyl-bis(^-chloroethyl)amine (EBA), tris 03 -chloroethyl)amiBe 
(TBA), ^-chloroethyl-benzylsulfide (ben^l-H), and j 3 ~chloroethyl-ethyIsuI^^e 
(ethyl-H). The determinations are made by micro titration of the HCl liber- 
ated upon complete hydrolysis of the vesicants. 

A description is given of an apparatus suitable for applying vapors of vt^si- 
cants to unit areas of skin. A very precise and reproducible micropipetU^fl 
technique is described for the introduction of the vesicants into the pcnctraB®^ 
apparatus. 

By means of this penetration apparatus studies have been made of se\'e^l 
factors which may influence the rate at which vesicant vapors penetrate ir*^o 
skin. Model experiments have been performed in which H was allow’cd lo 
vaporize and the vapor was absorbed on a surface such as tliat of diethyle^® 
glycol or vaseline. It has been found that if the surface of liquid H is increa^ 
by spreading the agent on filter paper, the rate of evaporation is markedly 
creased. Furthermore, if the vapor is agitated by means of a magneticah> 
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driven fan, the rate of absorption by diethylene glycol is greatly accelerated. 
Witli vaseline as the absorbing surface it has been found tliat the area of the 
absorbing surface has an effect on the rate of absorption of H vapor. More 
H is absorbed by vaseline spread on filter paper to give a rough surface than is 
absorbed by a smootli fihn of vaseline. 

Measurements of tlie rate of penetration into human skin of H, EBA, TBA, 
benzyl-H, and ethyl-H vapors have been performed at 21~23°C. and 30-31°C. 
by means of tlie penetration apparatus described in this paper. The measure- 
ments were carred out on human volunteers under conditions of controlled 
temperature and humidity. 

When human skin is exposed to air saturated with H vapor, tlie H penetrates 
Uie skin of tlie forearm at a rate of about 1.4 7 per cm.^ per minute (temperature 
21-23°C.; relative humidity 46 per cent). This value was found to hold in 
experiments in whicli H vapor was applied for 3 to 30 minute intervals, thus 
indicating that the permeability of the skin to H vapor is not altered during a 
30 minute exposure. Agitation of the H vapor by fanning did not result in 
any measurable increase in the rate of penetration. Two of the volunteers 
were Negroes; the permeability of tlieir skin to H vapor did not differ appreci- 
ably from that found for the other subjects. When human skin is exposed to 
air saturated with EBA vapor, the vesicant penetrates at the rate of 2.8 7 
per cm.® per minute (temperature 22°C., relative humidity 50 to 52 per cent). 
The amount of EBA penetrated is linear with exposure time for e.xposure periods 
of 5 to 20 minutes. Under similar conditions, it was found that TBA penetrates 
at a rate of about 0.18 7 per cm.® per minute (temperature 22-23°C.; relative 
humidity 45 to 48 per cent). This value was found to hold in experiments in 
which TBA vapor was applied for 30 to 60 minute interv’^als. The amount of 
TBA penetrated is linear with exposure time. In tlie case of benzyl-H, a 
linear relationship between tlie amount lost from the penetration cup and ex- 
posure time was also observed but the plot did not pass through the origin. 
It is suggested that this anomaly is due to retention on tlie skin surface of an 
appreciable quantity of benzyl-H as a result of rapid physical adsorption or 
chemical combination with a constituent of the skin. Tlie rate of penetration of 
benzyl-H may be calculated from the slope of the plot and is found to be 0.35 
7 per cm.® per minute (temperature 22°C., relative humidity 55 to 60 per cent). 
The results with ethyl-H showed great variation among individual subjects 
and no satisfactory value for the rate of penetration can be given as yet. 

Measurements were also made of the rate of penetration of H, EBA, and TBA 
vapors at 30-3l°C. (relative humidity 47 to 49 per cent). At tliis temperature, 
a linear relationship was observed between the amount penetrated and the time 
of exposure. H vapor penetrated at a rate of 2.7 7 per cm.® per minute, EBA 
vapor at 5.1 7 per cm.® per minute, and TBA vapor at 0.29 7 per cm.® per min- 
ute. Three of the subjects in the EBA measurements were Negroes. The 
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permeability of their sUn to EBA vapor did not differ from that found for the 
IV Kite subjects Despite this fact, their skin failed to vesicate after an exposure 
penod twice that which caused 50 per cent vesication in die white subjects 

Calculation of the precision of the data showed that the average deviation, 
standard deviation, and standard error were not appreciably different for the 
data obtained with human subjects as compared with data for control ex- 
penments in which human skin was not involved Consequently, no signifi- 
cant differences m the rate of penetration into the skm of individual subjects 
can be discerned from the data presented m this communication 

The increase m the rate of penetration of H, EBA, and TBA vapors from 21- 
23®C to 3(h-31®C IS approximately proportional to the increase m volatility 
of each agent Tliese results indicate that at the same gas concentration in 
milligrams per liter, H, EBA, and TBA vapors would all penetrate at about the 
same rate 

The data presented above permit a determination of the approiamatc amount 
of each vesicant whicli must penetrate to cause vesication in about SO per cent 
of the exposed sites This amount has been designated by the symbol Vto 
The Vw for H and TBA at 21-23®C is the same, being about &y, at 30-31®C , 
the Vso IS 4 to S 7 On tlic other hand, the Vto for EBA at 22®C and 30-31®C 
IS about 26 to 28 y Thus, per gamma penetrated, H and TBA vapors are about 
equally effective in producing vesication while EBA vapor is only | to | as 
effective 
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